om^^mmff u ?) (12) ^ HI 11= ^ ^ (a) m^^^m&m^^ 
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(57) \m] 

S:^rn-->^'XT, -?-roDNAi^ijfej:r;-?n«fcyit 



1 

mmi)\ wfmo:)mm^iQ. 2 0fej:t/2i©7 lo 
w^m(Dmm^ 5 s 6 ©7 $ y ^ss^jt-^^ 

2, 2 3fiJ:U:2 4©7^v'Ki2?'J$:^^!^. *^og^wr 
SCiim SeJl«®iB?lJ#-t2 5, 2 6feJ:t;27©7 

^, mi^(DWm^l lfej:t;i 207^ /'iSS^yT- 
[11:^9 8 ] ft^S 2 {CfBicC^^ Ji7U -i-)im-^ 
n-Kt5DNA. 

[It^«9] S^RM^glc*^, BS?ija©i2?[l#^2 30 
8, 2 9i3iJ>'3 0©lgSi^?[I5:•^t^3t^:m^■rS 
S#3S8f2^©DNA.. 

[Il*:^ 1 0 ] m^'^ 3 (ClBic©^ ^ ^5' D -:h;i/i5i{* 
5:3- Kt -SDN A. 

1 1 ] m^giiic;!)^. wmff^mi^^ 3 

B^y^©iS?!lS-t3 4, 3 5feJ:t;3 eolgsis 
J!I$:^t/z i: l OiB®®^ y n - 

.[S^^12} ff#]S4(C|3®©^yi'n-:h;i/fii«^ 40 
^rn-KI-^DNA. 

iffiFlJ^(7)i^lJ#-f 3j3J:l>'4(Di^iajUT'S$n 

[ft*s 1 4 ] m^m 5 (ci3®©^ y □ -i-jimiUf- 
1 5 ] mmom^^ 3 

ie?lJ^iH?lJS-t4 0. 4 lfc<tt?4 2 0i^Sie 
3WJ$:-g-t/:: i: imitt^mt-^ 1 4 fE®©^ >' ^ n - 50 



# IPP 5-3 04 9 8 7 

2 

1 6 ] If 6 ICfB®®^ ^ n 
Kt-SDNA. 

[If #5 1 7 ] mm°mmmis^r:^'^i^^ti\ 

n-53i:$:#g![i:T5lf^«l Sf^ODNA. 

[» 1 8 ] m^m 1 {ciB®®^ y o 

5:11^1- SA-r^ 'J K-v. 

' [If 1 9 } 2 fciBigo^ ^ n — f;i/fiT;i*^ 
^m^t^/uzfu K-v. 
[If *5 2 0 ] iff^ 3 iztm(D=^ Jfjn -±)\'W^ 

[»*JS 2 1 ] |f^4 tCi^O^ y ^ D 

^m^t^^u-fv K-V. 

[» 2 2 ] If 5 tCf Blg©^ Ji^U -i-Jim^ 
[If *5 2 3 ] 6 tCiBie©^ ^ i' n -:h;i/i5T;(!|£ 

[iff^^ 2 4 ] ffl3»ss(cM-r-s«^^ tzmmm^ 

rt^-r 'J ^ V - AO^B IC, if 1 i^O^ y ^ D 

[if*«2 5] mmmzMt^^trz\tmm\^ 
[»*« 2 6] H3WsatcMf 5«^* tzimmi^ 

fH^t^V :J<y-A©^atC, |f:^:^3iB®©^ n 

[If 2 7 } mmmizm^^t kitmm^ 

P'g'Sf -5 'J d<y - A©«® ic. If 4 12®©^ J .i7Q 

[»*« 2 8 ] mmmizm^mmt tzimm^ 

Pi^t^ >; d<V- A®^®(C. If 5fg|g(Z)^ y i' O 

[If ^« 2 9 } B=Msstc*ft5>«m* tzmimi^ 

[IgaSro^JiM- 

[0 0 0 1] 

[m±(Dmmm *5e^ti, jbcd^ki, fftgic-^ 

NAfcJ;t;-€-©m»S:M*t-5>'N-f :/'J K-vMmcg 
[000 2] 



3 

W^mAmiL {S.)Vi/:iii'<y&.^-^-. Na tur 

e, 1 9 7 5) stiTj-m "ton^mt^mmbxtm 
[0 0 0 3.1 zntx-m-tmim-kit. -fb^eutcs 

[0 0 0 4] ^JS:<gKp-r-&3i:^c<:«lca4* 

[^•gptj. Cancer Reserch 4 7 , 4 4 
■7 1 (1 9 8 7) . 1il*e>, #g§BB5 8-1 34 03 2 

[000 5] 

^^i:$tl-5■v"?7>=E7^'□-:^;l'S^;#: [A. Lo Bu 
gliti Proc. Natl. Acad. Sci. 
U. S. A. , 8 6, 4 220, (1 9 89)]{C*f 

(Dwmmi^^ti^fmx':&^zt. mtmsMs&^M'R 

[0006] 

[0 0 0 7] I-^j:*)^, aS.#fi3RU 



(3) #SS¥ 5-304987 

4 

AWiM(Z)iH?y#^ 1 3, 1 4^^:151 5©75>'^iE 
7b^iM©i2J!J#-f 1 6, 1 7j3i:t;i 8®75y'^ffi 

fS^A^'J^Oi^'JS-^ 22, 2333J;tJf24®75y 
.5, 26fe<tyf27©7^ 7S?I2?iJ5:^ti'%®^AW 

V«T'-S15(D75>'iE«:m #X «feSVHiii ' 

[0 0 0 8] J^iT. *5§^S:SfffltCiJi0^1-5o *|gBI{C 
.^•S/WyjK-v'li. A. .ImamtCD:^^ [Can 
ce r Re s a r ch £5^, 2 6 3 (1 9 8 5) ). 

x.t Fas t tz^mmmizM u x A>f a y 

[0 0 0 9] $e)ic, yW:/y F-v®±?fA^i, 
[R. C. Duhamelb, J. Immunol. M 
e t h od s 3J_, 2 1 1 (1 9 7 9) ] (Cj:»J^ ^ 

xitssii.&^m-rtm^. ^sm. BsmizMLxit. 

[0 0 10] A>< UTSS'J^ti-feA'f :;^U K-V7b» 
-r-5fiT:*$:=!-F-r'5DNA®±g:SiBJ[Ili. 7ii:;l(i 
40 OT(D:§ffi;cJ:oTf#e>ti^); fit^^S^^'W::^'; F-v 
*^e>, ^7t-^'7>^^^7Xi;>-JaftU^'?A?S [Ca 
s a r ae>, DNA, _2, 3 2 9 (1 9 8 3)) T'mR 
NA$:i«UT, :t'J:J (dT) :/5'f v-?:^V^T^ 
0cDNA5'f:?'5iJ-5:{^-r5. iS^^'^T-, cDNA 
iC (dG) T^-U^ySr^TVV 30dGx-;KC;W:/ 
UtJi'-fXI-.o^UCi:, Se^C^te^*v^^#$tlTv^ot 

•7^D-:/"ilbTPCRS{Cj:oT, mftS::^- Ft^) c 
DNAS:ltii$-&S. -ecD^^, DNArojm^^fcSrfi' 
50 \\ m^.S<ffirStCj:oT^>'l/*^fe^53Ut'bfeD.NA$:p 



(4) 

5 

UCl 1 9^0i'D-::i>^X>?^-{C#AU San 
g e r b<7)i/-r;«-^i/?£ [P roc. Natl. Aca 
d. S c i. U. S. A. , 7_4, 54 6 3. (1 9 7 

7) ] ;zioT^o^iE?y*^^^tvs. 
[0 0 11] ^(D*S^ *l§^®mm *^ 
^iIi|lc*^?U^SB?U#-t 13, 1 4 it; 1 5 ©7 

II^*WJS®S^'J#-^ 16, nti^tfl &(D75.J 
A^ogli-5MgcAWS(Z)i2?'J#^l 

9, zois^ifzKDTs.jwm^ii'^ti^ffi'p. mm. lO 

^2 5, 2 6feJ:U:2 7®7S y®i2?(l$:-^tf=feCD^*^ 

[0 0 1 2] i^J^CDSa?lJ*-tl 3, 14fiJ:t;i5ro 
7^>'piS?'Jli, 16, nioix^i 8(D7iJmi 
9t 2 2, 2 3 feit/ 2 4 C07 5 yS?SE?yt±. Sii^ 

SS?lJ#^19> Z0i5XXf2 1(D7^JWiWfi^ 2 5, 
- 2 6 ^Sii; 2 7 <D7 5 >' KiH^Uli, ^^MO^^T' 20 

t^pJIEil^j iipftitis. A^A^-s^Mii. ^^'u 
[0 0 13] *M5§^^cfc^^r#^c^f®^>^>'^'□-:^ 

®, Mmcia?iJ#-§- 1 l-iS^tfl 2®75 >'®?BE?iJT'* 

?Ul±N ucleic Acids Research 
14 , 1779 (198 6), The Journal 
of Biological Chemistry 

2 5 7 , 1 5 1 6 (1 9 8 2) i5^ZfCe 1 1 _22^. 
1 9 7 (1 9 8 0) lCf^0tjCOi:lli:iE?lJ5:^to. 
[0 0 14] tmmt, 2H5t«i5:M*-rSA-<yU K- 

V$:4^S&i^»^;teRDF, RPMI 1 64 0^ 

fiii;4, t;b<tt9fiJ:t>'10 ^(Di&Si^JT'«t)5 

ns^rEiMSrn- F-r •SDN Aic$e>;ciiife.i: 40 

^^-tbX. pKCRH2 [HSS), Nature, 

3 0 7 , 6 0 5, (1 9 8 4) ) A^e)Ell t^:K02{C 
BUz^,X^-t^Ztti^X'^i>pKCR (AE) / 
Hi:pKCRD(CifAU CHOIMS (7^-V'f--X 

ind IIiase5:{±&nL/f-t)®5 pKCR (AE) /H 50 
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6 

g) Hi n d IIISMfirlCffAU ^/t3C0^^7.5 KO_S 
a 1 I SiJffilC D H F Rae?^0®^V- ;^ -Sfi-?-?: 
jfAI-'S, ^m&f^'miZi tE c o R I gpfi 

pKCRDCO Eco R I»-lf A 
U FCD S a 1 IgpatCtjDHFR 

itfi^5:#A1--5. F$:CHOd h f r 

- [U r 1 a u b G. &. C h a s i n L. A. P 
roc. Natl. Acad. Sci. U. S. A. , 
■7 7 , 4 2 1 6 (1 9 8 0)] ^©WCU >SS;^j;i/i/ 
':7i:KST'ISAU jl^ U>t-^ ]^i-^tf£\'^aMEMi^m 

mn^zinzj:^xn^zttr^X'^i>, irimt, zn 

t>(mS^^^Lt::.^mLt^'o, Protein Ai: 

•fe;bn7 7-f>, 7i^u-7.^a:)^1imiz^i^'^^-^tzi3 
^A^iCiS^U mii!,^-\^:&ZtmcJ:-oXWm^tl 

[0 0 1 5] *56^(DSil^^JtCfeVNT, ±fa5i^fi$:ffl 

^iO^ilLT, >';«-7.7Tf-:^Vl/=!U>lmo KCML 
nL/7.xn-;ui0. 3~i mo i, iaFS b<tto. 4 
~0. 6mol, 7?rX7T^>>Vl/X^(>'-;i/7^>f± 

0. 01~0. 2mo l«^^L<liO.- 0 2~0. Im 

01, yity.yrf-i^yWtito~o. 4moi»^L< 

liO~0. 1 5mo iro*MJ±$:ffii'^S3i:}()'=T't'5. 
'J 3}< V - ACDiSt7?iS}cii^a);&S5:M v ^ s z: i: *^T' 

5>T*nE5ji-rS:&a (Hope M. J. Bi' 
ochimica et Biophysica Ac 
t a 8 1 2 , 5 5 (1 9 8 5)) ^T«tc>» Z.<D 
^, ^f^Lt^■t^-fXi:UT3 Onm*^e>2 0 OnmODU 

[0 0 16] >J;Ky-AtC|^it$-&S^JilL/T{i, 7 
FU7V>rS/>', ^0J-7^i/y, V'fhv-ft/^, 

^ir-h, 5Fu, Vi'^^^yW -^^tDfiiam 'J 
i/>A, i/'7T-'J7h^.-»^<:o^> 7>'7'-fe>:^R 
NA^5:Sv^o3i:;^)^T'tOo ^JOlifAfi, 81®%^' 
W^^ximt<>z.}LX U ;Ky- A(c*fAtc. z: i:*^ 
T't-oo *t7FU7-7-fv'X ^r>i7y-7-fi/>, xt: 
;^K'^>^co^^T^i, pH4ui25:ftj^ttu^-Fo- 

>i''S (Lawrence D. M. "bCance 
r Reserch 4 9. 5 9 2 2 (1 9 89))?: 



7 

[0017] Z(DV /i< V - ASffi±{C^ Ji;U -±)lffi 

W ^ KSS:^t-2) U 3}< V - A iiSfCS-^S w i: IC i o 

[0 0 18] iiiW^(iyf-t-)\^^n^^\i. @*©75 

i;i/y>{KV)\^-2,- (2-tf'Ji^;i/i>"5":t) rT'nt^;*- 
%-V (SPDP) >r$y'5";t7X ;i;u*:7'K7 

^T'F (ab) ' 2 <bu se){ci;-f;r;^w 

(DTT) ^T-igjcU Fab' -fbUTfr/^H^-fS 1 

(PH6. 5-7. 5) 

tfJ, 2-1 6^rasj^;ts3.i:T'^sn^)= 
[0 0 19] *|g^©i5tffi^J®S^JTOi, ii^o:^. 

iSot BJteKffi (i|tS¥2 - 5 0 2 3 4 B^<i>m . 
33 l-tdl^lg) , l^imm. (#SPa64-9 9 3 1# 

7 F'J 7v-f >»i!fA#:?:^J{c8itiliS-^i:l±7 K 
U7V-ft/>fiilLT5 Omg/kgOT, iftL<a 
lOmg/kgOT, iyif^L<li5mg/kgOT 

[0 0 2 0] 40 
[0 0 2 1] ^Ml 

^S^Sm^'J >Afi5a*'J xn- 
■7 1 ©MSSi-^ic J; •& t: y i' n -:h;bivT;ftG A H 

(1) 'J>y"C^©^ 
7.(Ci:oT3ifflAK««eU $e>{C©^A (eRDF 50 
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[1M^n»§S + 5 0/ig/mi>y>^v'-ri/> 

tz. zamMSmmi: l O O O r ? mX- 1 O^r^/C,^ 

mhx±mm^u ^hizm^tj^mmiAizmLx 

Si^{C2. 6X 1 07 {@cD«$:ff 
[0 0 22] (2) Mfi^ 

v>;WATO l:^v^■^'^;7.^x^-■7« (1 X 1 
#MAIC1 0/iMt::j<^i^>^>, 0. 0 4/iM7^y 

yx'Jx 1. 6/iMf^5s?>, io%o^ys^'Mm 

(FCSy (HAT^»II^«JS) tCU 

U 1 00/t l-fo9 6't7x;b-:/U-h{Cg^U 3 

7x:t*co2 -iy^a-K—si-^xmibrz. «^ 

ti, m i^M.t^±MO)HATW^mmLX'SS^LX 
/W:?"|J F-TO^DX-CDtii^ti, t^XOOsi 

-1 (^t), m^$>yp^> 9_6, 8 7 6, (1 9 7 

6) ] [^im.<mmpixm . fsttMKN4 5 

{.m^. SEil-fb^a £.8 9. (1 9 7 8)] 

tz, l^-Jx^i/Offi^ii, c-m{c*fbTti. 7. 

3% (3 5':7x;U) . MKN4 5«(ctC*fLTH 4. 6 

% (22-5 x;i/) 'J , IIMISS^JCSJ^:^ 5:5^ Lrc? 
x;i/ii, 6':7x;u-e&ofe. zoMfflfiS^^tCygfCliAtis 
«)f>ns:'?x;i/G)e)t.7!)^e)^ k-t©^'o-x 
yifmotz. i;a--y^M. mm^mmz^*}, 3 

[0 0 2 3] m&m2 

(^ V ^ □ -i-ma^G A H©i|^i:^{b). 

(1) /W:fU F-vGAH(^^i:^>'^D-:^;l'G 

AHmft(D^fsg 

4^S^i^m?:^nx>f>A-7;^'n-X [l/^Ui>x> 

A - 7 A' O - 7. A 5 A IC -r S ^ 5: R^S b t Jlil 
if $:f^fiS;U/^:. A-f >^U F-jGAHO^tCli, :i® 
ifil»^ 3 %maLrz eRDF (^tM^ilS 
ffiVAf-, GAUmmt. /Wyj F--7GAH$:^b 
fe^^$:^D-r-r>A-7;*)'n-:^:^5Aic*^t:r, ^^i 

(Dtri^ -^nv'^yA-7io'a-7.iz^t^^(Dm 
AA^^V«GAHm#:A^'btlt. GAHfitmi. F 

7=yj\^wmi- F 'J "^A-zKu 7^7 ';;i/75 f^;h;^ 

ffil (SDS-PAGE) T'^Jil gGT-fe^SZli:*^ 



(6) 
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[0 0 2 4} (2) GAHfilft^WSmm 
m^btzGAHimiZ^. Coons A. H. ©^^^fC 

:ti/7^-h) $:g|iLfeo (pH9. 5) 

izm^m^u F I Tc^;fe)as$-tim 

OD280niii i: 00495™ 
LttL, mmi?-(Dm-t. F I TC£7)i^^;i/i± (F/P 
ifc) H 0. 9 3T'*>cto 10 
[0 0 2 5] ^0IJ1 

(1 0%FCS#^e RDF) T'3 71c, 5%C02 © 

[0 0 2 6] (2) imsmizm-^^^(om 

a . m^mismiM ^ ^r^^itom'^ 20 

■iS»|*li, 9 6'5x;i/-:/l/-KT-3BA^'b4HfS/ . 
-MlZtj:^tX'^m\ ±m^^¥k. lOmM'J 
-yWmWLvm. 4, 0. 15M NaCl^(P 
BS) X'2mm^btz(D-b. 2%-y^5dN;bA7;io=-*t 
Kl^ 2 0:$:^) Sr^ToT^-o P B S T' 5 Hl^j^ L 

T'-O*), 5 % - B S A (4^jfil5f T;!'^^ » P B S 
^$:2 00a l/'?x;i/AtU 3 7-C, 2^r^Scg- 
U :/n>y:^>y$:ffofc„ Z©yu-h5:PBST'5 

1lD;ifc, 3 7X:, 2^igSf&Siif-CD*., P EST' 5 EI 30 
Sttf^U 5 0ai l©7>'i'7!jUjfN:^7T^!-ifS:JS^bfc 
t: Kmmc^N-S-^dfSi^* (10 0 O^f^. fi^)\^^± 
|g) ?:lni^, 3 71C, mraoSJ*5:^Tofe...SfS;^, 
PBST'5[lgfef^L'7t®*), 2 5inM p-:ihn7x 
-;^7^^:;^7x-^■^Jto. o oMfi^iESig®?^- 1 mM* 



* MgCl (pH9. 5) $:5 0/i l/OxJbiD;!, g 
igiT' 1 ^r^^V ^ L -:KSf5ci-i^^-®t), 4 0 5 n m(C 

iZckoTiraSLf-. ±I2^M1© (2) ©it 

Eij^'&^mLfz.mmmm, c-i, mkn4 

5 (C|^7b«T'$ T'c ^:i.)\^ti^h'7U--y ^^^^ \ 
JU-f^J F- v:KGAH$:f#fe. GAH^mil^fA^ib 

. [0 0 2 7] b. ^JSMStC^ftSSfStt 

■7y^nttz\ti/^-i^X'mkbrzmmo)±mi^ii 

U 0. 0 2%-EDTA#WPBS^$:iD;iT^ia 

3 o-^tmb. mmmmt'^^tz, zmmt^ ^ 

?giBT'3§>C'>St?^ U i|i«]lxio6 /200A 1.©MSS^ 
±iEllS6^J2© (2) xnt^m^^L 
tzGAHlfn.ii^ mW^O fig/ml) ii^^t^SlH 

m (.mAm) \zmsu o-c, eoj^mm-t^ 

fe. ^ m 2 0 0 0 r p mT' 2 ^P^>!:<L/T±«?:IS^ 
*U 3e)lCfflBa$:lml©PBS{C5!g?SL/T3§'e.^St?^ 
«^i 0/ig/mi©:/nif^:;'i'A7 

^'::t^'-1' K (P I ) -k^^t^ P B S 3 0 0 a 1 tCi^ 
Lfco 3©im8?S?S$:-7n— t^--f h;)l-^- (FC 
M) , FACS440 ['^i' h> • -r-f -v#>V>tt - 
S3. fflM^tCig^LfcSJt* (F I TCRVf 

.PI) ^^^C■^*4aT^^t5M(Cli, PI 

•t'5©T', f'-^«iE|i:PI©^^5:i$c.5OT^$:l^ 
iit^Ztm-^^. (5® (D-^-ij- <^>Jir 

$:FCMIC|1-^4^TT'*^W. -^tl?:?! 
^IC bXWm 1 <S^f- 'J ©^i^SS^ F I T ca;?:®^ 

6, ^<mt. mm2(D (2) T-^aiLfc^ssjift© 

km.b. ^O^^k^UZmhfz. 
[0028] 
[«1] 
1 











GAH 


Control I gG ^ 


MKN4 5 


3. 5X 1 04 


0. 15X1 04 


C-1 


0. 6X 1 04 


<0. 1 X 1 04 



{.GAHiiW^(Dl3mz^^X^^i'Cbtz) © 
6 ~ 2 3 fgSWfiift*^ L 
[0 0 2 9] ^«2 

(t h§!^ y ^ □-- ^-;^^7^;»GAHOJfilM»S^cMf 



50 



1 3 . 8 0 0 (1 9 7 9) ] tCioT. ?Sjfil^$:^'-SI 
X.TJKlfilU 1 0mllCjitLT2inl®6%x:^;^h5 



(7) 
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XsmM^^. 1 5 0 0 r p m, 54>r^®5i/WCj:oT 
6, ifflMlT'feS. /JMJ yj-^ (limphocyt* 



12 

* e) , (granyulocyte) . (m 

0 n o c y t e) , J^l/J^^^7)II^C:^^•^:f [B i o/Te c 
hnology 3_, 337 (1985)], ^tl-?-'tv 

[0 0 3 0] • , ' 

2 



ft 



GAH 



Control IgG 



/JN'J ^/'C^ 

m m M 

I& /J> S 



US 

0. 4 9X 1 04* 
0. 4 1 X 1 04* 



0. 4 8X1 04» 
0. 4 3X1 04* 



* rfflSSlMSfekJ©^ 

[0 0 3 1] fS2^«aj3 ■ 

(t M!^yi'n-i-;i/fiiftGAH©irP^ffiiKj, 
a5;iiSNiiiS5fc»lC*f1--5SfStt) GAHmft©«fflMS 

b, -5-*l-5-*n<^«c5tif-rSGAHmftO®SttS:jl!lS 
eS, _32^, 1 8 0 3 (1 9 8 6)] (Ct^oTc. 



*«iftig^ 

SVNT^tmU lmm©7,T->L/7.;l'yi/3.lC^U ^ 
fcSj[/J^»^(DttV^ofc?S$: 1 0 0 0 r p mT'S>C> 
^WJMLtz, msmi: 2Zff-'J(Di3'r'yy%\\Z':>\-1 

fdm^i:ny\^y^'\^xm.Lfz^ zamzLxn^ 

i[vk.wmzmi>Bjm}<t. ±^lLtz^^m'm^.zm■ 

tz. m^^^Z\Z^^Ltz.. 
[00 3 2] 
[|g3] 

3 



WJS (Borr.IV) . 




m 






GAH 
Control 
I gG- 


1.1X104 
0.15X104 


0.03X104 
0.04X104 


180X104 4.6X104 
3.5X104 0.9X104^ 



GhHW^aymm^mmzm^^i^^mm 
li, i'm^mmzm^n-^w.timLxmiz^ 

<, tk. n>hD-;ui^fti:it«Lf-S^T'tjffJST' 
5 1 fg. i^Smr: 7 ^&T'fe 'J , G A Hfiift*'«5S<DK 

[0 0 3 3] 



50 



(t: hS^ y □-:^;i/mftG AHg^(Z>-9-yi75^^ 
g) IISI0!)2£O (1) T^f#e>ti/cGAHfiiftl:il5T^. 
T-SDS-PAGE%m\ Smtig^tC^J-glbT?*© 

^ixfz^yj'^^^V'7y7.77-i^y-f\^y (Poiy 

vinylide-ne difluoride^ 



(8) 

13 

0 1 5%H2 02 -^^0. 0 5% (w/v) 

[0 0 3 4] i\:lhm=t:J i7n-±;iffiiif'GAHm^ 

?£»Ci5KftGAH$:=i-Kt^cDNA®iiSg 10 
Hig^JtlKD (2) T'l§6tltGAH^^M4A>ryU K 
-VJ:'yf-;ri/7>Sfi7'7-i^'>-i&^fcU^0Affi (D 
NA 2. 3 29 (1 9 8 3) ) tCSev^/K'J (A) 
-ri.RNA$:Ti2©*n<i^Lf-. /n-^":^'; K-vl X 

1 07 ©OTS$:.5M^:ti/7>®i?'7-i:>'X l OmM 
EDTA, 50mMh'j7>-ieS? (pH7) fei:t;8 

% (v/v) /S-;)i;i/;!j::^hX:5Jy-;i/*^e>^c5^ 

7. ZmUZ^mitU Se)(C, lg/2. SmltC^: 

8. 0inl?:^/C>l=tCA^TV>5 5. 7Mig{b-fet^'?A 20 
^3. 5 m 1 ±lC»3!)^(C®it, Hitachi RP 
S4 0Tn-^-[CT3 0, pOOrpm, 2 3. 5^ 
ISl3§/Cvg^RNAS:tjWi:L'TIsIlRbt. ZlORNACOa 
iilSrO. l%7'?'J;u«i®-^hU'^A. ImM EDT 

A. 1 OmMh';:^-^^ (pH7. 5) ii'^^t^^mi 

4 0 O/x i{ci^L7xy-;u-^'nDd-N;i/AT'affi ■ 

^, x^y-;i/tjfcii{Cj:*JIlUtKbfe. ^§e)^l^:RNAiii?I • 
64 AigSrl OinMhy7.-ig® (pH8. 0) i5^V^ 
ImM EDTA*^e.^5;S^4 Da liC^/b^L-fe. Z: 
©•J)'fe2 1 /i lA''imRNAt:a-'j7-f>!r-t/3>dr 30 
V V [77;i/Vi/7.(Ph a rma c i a) ihS3 tC«k 
oT, 3J«J (A) S:;tt5mRNAiii5j2. 64Ag5:^# 

[0 0 3 5] (A) mRNA 1. 1 ti g^l 

Om 107KtCj§*^U :tU=rd (T) 12-187'5>f 
V- [7r;i/v:/7tta3 l. 5m g, lOmM 4d 

NT? [^mmm sni. ^wm^ c^-r^-y-'f 

x>7.(Life S c i e n c e) ttia 4 Ou, R 

NA-m^fsm] [sm^im sou, 5«iig® 

i3»e¥^^®?K (2 5 0mMhU;^-igS? (pH8. 40 
3 ) . 4 0 mMJ^fbvy^ i/'J' A, 2 5 0 mM&itio 'J 
't'A] 6 ;i 1 ?:in^, 7K$:inxTff3 0 a 1 ®^?til U 
4 1 iCT 1 Spr^SiSS-Brt. ±iESf£;?S*^e)Xify-;i/ 
«$:tToT, cDNA$:^§t. 

[0 0 3 6] ^fetltcDNAS: 1 5. 3 a 1 ©*{C^ 
PLf-c 3®^tC, 5fgzgS(D5f5Sgx;r:^r£/5ld'l/;i- 
^mmS^mm [2 5 0mMh'J;^-igS? (pH 
7. 5), 5 0inMi&ft-7i/^i/'?i^] 4. 8/itl, 5ic 

12u, lOmM dGTP [^iSg?±S3 2. Afil 50 
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5:iD;t, ft2 4 a 1 ©Ji^si: U 3 7TC:t-1. S^P^fflS 
S-frT, CDNACD3' pldgtC^U d (G) SrfjttoL 
fe. ■?-©^7 0-CT'1 5^)-P^II^LT^$:^?g$^ 

[0 0 3 7] ZCDmiZbXmititzcDNA^mnilL 
XPCRHf^t-. PCRti, ;'?-:^r> x;bV- i/ 
-^fX x-r- X5J X- -tf-v;!/ 

(Perkin Elmer Cetus DNA T 
he rma 1 C y cl e r ) LT, -Sffl^^S 

{CSo-V^T^foto t^£t>-b±MmmTm2 fi 1 (CM 
^©=J2EiM5:=!- c DN A^rtpiS-ttS^^fe® 
::/5'i'v-i:bTcDNA3' j^tcMAntf-dGT— 

;UC/W>^U^r-1'X-r'5^'JC (15?i7b:t^K) 4 
Opmolesi:, tMg Gfii#:T'-r ^T^T'fe 

1 3#~i 1 9#) fi^i^^mMmzttzti^mmzMm 

tSHiDNAT'^'fV- (iH?!lS-f : 1. 3 1.^i;U 
^f - K) [Nucleic Acids Resea.r 
ch _]_4, 1 7 7 9 (1 9 8 6)] 25pmole 
s, ttz. lg^(Z)BM^S:3-KtScDNA$:liitiI 
■^■t^t-l^(D:f7^-7-tLXTi<^)C 4 0pmole 
s h,' k: S /cm© jPiicCD-SP (i2?y#-i- : 6©75 J 
'®@B?U01 1 3#~1 1 4S) ti^i'^^imiZtkiy^^ , 

mm^zMtnt^-mNA-f^^-v- mm^-. 2, 

2 1 55 ^ l/;t-r K) (The Journal of 
Biological Chemistry 2 5 7 , 
1 5 1 6 (1 9 8 2) , Ce 1 1 2 2. 1 9 7 (1 9 
80) ) 4 Opmo 1 e s, 1 OfgjgS®PCR^®?S 
(1 OOmMhUX-^gS? (pH8. 3), 5 00mM 
feft * 'J C7 A, 1 5 mM^if^ >f% i/'OK 0 . 1 % 
(w/v) if ^f-^) IOmK lOmM 4dNTP 
[^JiW 2 All. Ta qDNArf<'J:?l7-if (S 
Sitaj© 2. 5ulC, iS^^UTl. lOOnKD^th 
tz, aSii, 9 41C, l^T^ (mi-^T-VZf) , 55 . 
2^f^ {T--'^)y^7.^Vf) . 7 2-C, 3:»-p^ 

(■f*:g7.x>v:/) o-f ^^^-^-i/a^^rs o-b--f 

from $e)(C7 2TC. 7^P^>1'>^i/^-i/3>S: 
ffibtlf-^JS^Sfex^Sy-^btWU "tOim 
ife?: 3 0 A 1 ©7Ktc^*^u i7 CSi^tt 

13 2u, ImM 4dNTP 4^1. 1 O^^igg® 
pm^-ffcM^ (5 0 0mMhU;^-i^ (pH7. 
6) , 1 0 OmM^ftV^'**i/'?A) 4 1 ^Mtl. ft 
4 0/tlCDSf53^xi:U 3 7-CT'3 0^J-P^SiS$i±. 2 
:m.m^7F^ S: o c D N A ?:tf 

[0 0 3 8] b. c DN A<D^SiE?!i©^S 
ff e) c D N A^ «: 2 %7 :tf n - 7>mS«ltC >J 
jS«f iii<j5 0 0 b p©A> KTb^fgib ibtlt. Z. 

amoOOh p(Z)A> K$:SS(CS!oT7:ib'n-7.>!;';i/ 
J:'Ji?]UfilU ^□-x>i7-/<i7^-OpUCl 1 90 
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NASrmi AM(mtSitT&^<^)'&-t^tt£<. DN 
[0 0 3 9] ||;tefl^4 

V i: (zmsji^sc i 5 1 hS^ ^ D 1 - 3 
(1) 'J>/t^co« 

3X107 (m^^ntz. 

[004 0] (2)iWISSt^ 
• 'J >';'?^l±, ;J< U x-f u > 'J 3 - ;i/ U 

?:ffiVNV>?7.5xD-TaB& (8X1 

i6Mi<^ (2) tmi^iz. HATmummnz^jy''-^ 

mt)^^. 2X1 05 /ml<Z)^StCJ5:-Si.e)5SSU 1 

fzo- «-'?I;KD^«±^f^COV^T, ^#!ll(Z) (2) il 
mm\zm^mi(D (2) OaiC3^Lfc:5j£T% @S«ffl 
iiaraJ*.:*CJi^S»C-l, fStt5MKN4 5(C^^S 

bXii. 16. 3% (9 4'5x;i/) . .MKN4 SttlCM 
LTti. 6. 3% (3 6C7x;U). T'fey, 
. lS'l4$:a^Lfe'?x;W±, 4 '?x;bT'feoto 
**tcS/iE:'fS*'fiS«!)e)ti7^-'?x;i/®-p*>A^e). /W^U K 

[0 04 1] Uterus 

(=c y i7 o -:h;bJn:f* 1-3-1 OiW^t^Xc) 
(1) /^^:/U F-vi-3-i6D^i:^y^'n-:^ 

F--7 1-3-1 ®^{C!+ ^fi?12 (D 
(1) (C5^Ltl([l^f5:3%^DLteRDF CM^S^ 
>±i3 ^S«?:«v^t. 1-3-1 mmi^ K 
- 1 - 3 - 1 $:^Lt^#IIK5:^n^^>A-7;&' 

S3i:{Cj:oT^tlS!L^-. l-S-immi. SDS- 



(9) ¥ 5-304987 
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PAGE T-M;i^7i I g MT-feS 3 i: tlfc. 

[0 0 4 2] (2) i-z-im<D^mmt 

ii^Ltl-S-lfiimc, ^M2ro (2) iliil^lC 

X^ttm^a^Wm.^ ODmm i:0 049511111 SrifflS 
U Wm-^n\i!,Ltz, F/Pifcli, 6. IXib^fz, 

10 (1) mmmii^ 

(1) ««?g[BT'3 7-C, 5%C02 ©^4^T' 

[0044] ( 2 ) -SSliKtc^ttt 

..U 0. 0.2?/o-EDTA-^«PBS^5:*D^T^a 
3 O^ScfiU iWSrSiSfbS-tirf-. 3©^^ ^ 
?S[BT'jSyCvSiD?^U i|i<JlX1 06 /200Ml CDMSSB 

.20 Si:;S:SJ:e), PBSti^U Sii^igSA^ 50/ig 
/m l i:;5;5J:e)±fa^^J5® (1) T'^^jtlfcl- 
3-lfii«t5:i[I^, O-C, 6 0^P4SJS;$-&fc. -fO 

2000r pmT-2^J-pa^tNbT±m5:K?*U 1 
%'BSA^M?^SX¥lTC^\m.^Vmif- {iJ^ 
MlSa $: 5 0 OfSfC#fJUfem 2 0 0 M 1 
UTiM5S5:W$-&, $?3{C0-C, QQ^Siim^^ 
tz. 2 0 0 0 r p mT- 2^P^>(LNbT±vf 5:18? 

*U,«S:lml©PBS (C W L/T3S>CN?ft?#$:^f 
«$:1 O/ttg/mlOPISr-^^tSPBS 

30 3 00 A ncSS^L/c. ZCDlBJMfiMSrFCMtC*^ 

Ltz. -1 - 3 - l'm«t®:*dMi«C 1 , f Si 
«ISS»vl K N 4 5 itX^en^ZMt ^SJ^&^m 3 

l5ictC^S)®^;SS:il^f-. 04^. 1^3-imft©S 

u , 1-3-1 m-itmsmizM ^is^sr^to 

40 3i:A^t)A>S. 

[0 0 4 5] Pl^«!!l5 

(fc hS^y ^'D-:)-;l/^5^;<^; i - 3 - 1 Ml^sm 
^MM^ftJt^tCjtiftoffl^;® l-3-lin(*:® 

' ^ti-rti(7)Wc5^1-Sl-3-lJn*® 

m3 tmrn'^m^a^iimiz'^-Drz, z(Dmzbxm^n 
tztm^zm-^^mt, iMiLtz&msmizm-^ 

50 SJ^^^mibtzm^tm^ FCM{Cj;oTa!lSU 



(10) 



itfipp 5-304987 
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^1 XI o6 /2 0 0fiii(DM&^&i:f£^^o. ±13 
m.mt>(D (2) T'#fe^3t^bf-l-3-li5i#: 
(Sif^^gS 5 0 ;ii g/m 1) ^-^^ttSifa^f (il^Afi 

*) ic»u or, 6 0:&r4at^s-&m 2000 

r p mT' 2:0■^«^LT±^f 1 m 1 CD 

PB S^CMbTii>C^gfe^f$:^T^V\ ffllS?: lOuLg/ 



18 



* bfe^)^ (F I TC2i:t;P I) m^btz. 
5:FCM{C|Hl-^TT-*H^, ^tl$:ti^(CLT«l 
^aj5(D (2) X'niiiLtz.^^mm<DF/Pttti^ib&im 

[004 6] 
4 



1-3-1 1.5X104 0.04X104 1.8X103 0.05X103 
Control 0.15X104 0.04X104 0.2X103 O.SXIOS 



>hD-;i/i:Ufc^AtttJ;-5ililS5Kn<* (1-3- 20 

•a :^d^i:*)i 0«T'*)U. i-3-i^<!ftA^^ffliS 
fflMCJ:'J#<ffi^bT<-5^7iM5:igiaUTVN^z:il . 

[0 0 4 7] Hig^je 

( t hS^ y □ -:i-;i/i5i^if: 1-3-1 ^(O'^zr^ 5 
(1) T'^§li^^fcl-3-lSI;^!^?:Mv^t«^ii, lolE 

[0 0 4 8] {\ihmm-i-3-ii&&=?^m.mt^ 

a. ^UjI^-- e^'i-f^SjS (OT. PCRh^-T) 
iSirtft 1 - 3 - 1 c DN ACDIK 

|ISg^j4© (2) T-tie>tlfcl-3-imftm/W>r 40 

(DNA 2, 3 2 9 ( 1 9 8 3) ) {C{^g^^d<U (A) 

fcilfeUlCLT, SRNA5:i^bA-. ^f^stltRNA 
$111. 8mg5:l OmMhU:^-^^ (pH8. 0) 
J:t;iinM EDTAj!)^e,7i5)^lml(C^A^Ufe. 
Z0t>o23 On l*^bmRNAt:i-U7-f 'ir-i/a 
^^■yS (IikD ICfcoT, iK'J (A) 5:^f^mRN 
Aj!i2 0Ag?:fft. 50 



[0 0 4 9] ZCD^H^J (A) mRNA 4. 3 ^ g 5: 1 

0 Ai l(D7Ktc^;i^U ^#!l3 i:lim ;i-U:Jd (T) 
12-18y^^V^0. 6/ig, lOmM 4dNT 

P2^i, '^wmm4 0u. RN A^fmmmms 

Ou, 5^ji^®js6e:i:^MS6/t l$:iDx., 
iD;iTft3 0M ICD^ilU 4 2-CT'mr^SJS$-& 
fi. ±faSfE^K7!)^fjX^jy-;i.tjW$:^foT. cDNA 

[0 0 5 0] #e)tlf-cDNA5:2 0/t 1®7KIC^L 
f^. Z(Doti(D 1 0 1 (C, 5^mB(0^^^^'y^ 

/T^^KKSS^l 1 u, lOmM dGTP 2. Sm 
l^Sn^, 7K6. 5 iili:mXM2 5 nl0^tU 3 
7 TCT' 1 e^a^frS-ST, c D N A© 3 ' U d 

(G) 5:f*&Dbfc. ^cmT o-cx 10 i^mmbxm 

[0 0 5 1] ZOimZLXm^tltzc'DNAm^tL 
TPCR&^lot. PCRli, Jjaa»?7M2. 5/i 

1 tcm® =1- K-r-5 c D N A $:Jiipi$-&S 
fe*ro:?'^-fv-i:bTcDNA3' 5KagicMinLf-d 
G7^-;l/tC>'^^y'J^^'^Xt-S.3i<'JC ( 1 4 5? U^ff- 
F) 2 5pmolesi:, I gM(DSl|r^I^Ol^ffi?ll 
BP4)-(cStr/St-2)-®DNA:/7-rv- (iE?U«-§: 7, 

1 7 ? i7 F) [Nucleic Acids R 
esearch 1 8, 4 2 7 8 ( 1 9 9 0) ] 2 5 p 
moles, ttz, g^®RMlgcS:=i- K-fScDN 
A5:ii{ii$-trSf-«!)©-/5-1'v-i:LT3}<UC 2 5p 
mo 1 e s i:\ ^^©SSMi^®igSffiJ"JSi5:&{C^f5t 
oH^y^-f -7- (IH?!I#^ : 8. 1 9 5i i' U:tx F) 
(Nature 294 , 536 (1981)) 25p 

moles iim^^tzm-itt^x^msx^Ltznm 
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[0 0 5 2] b. cDNA©SSie?'J<DgtS 

MrbtlS*, i|itl5 0 0.bpO/^>FA^K-i*e>tlfc. Z. 
©^t«j 5 0 0 b p 0Ay \^i:'^mztit^X7ion-7.^}V 

Sma I g!JfilCSAbTt?x3f-^i^ffilC<k ^T-?-®SS 

iEJ'J#-f : 9, iHjy#-f : 1 OiZ^sLfzt 10 
^ K-T*mt5 1-3-1 K<*0«^tFgJi • 

[0 0 5 3] |lif6M7 
M) ' 20 

a. ^7i--Mtim(Dfm - ■ 

iTLSOTaSSttGAH^ft (I gG) ?:0. IM-if 
S^ffijg (pH4. 0) T' 1/4 0 mo 1 
[Cooper Bi ome d i c a Ittia ?:i[IX., 
3 7"CT'-«®S$-&TF (a b' ) 2 ftU l©-f:t> 
J^iaSSi (mono S) [7r;i/Vi/7tl3g] (C.}:^ 
i'nvSi^iKC.toTF (ab' ) 2 ^^Itbto i^lS 
^li, 0. IM- iM®?S-(pH4. 0) cfi, 0*^ 
5)0. 5M NaCl S:^^1--&|ilM£Oil:«§4uie(c 
ct'J^Tofc, m.^t\tzV (ab' ) 2 5:0. 1 5M 30 
NaClS:#t^0. 1 MifSgg®?K ( P H 4 . 5)4' 
T% J5iftlmg{Cot 1 0%DTT 
^ST' 8 O^Y^ScfibTS:. SfE3iil7«^, PBS (C^pflg^b 
bf-'!;';i/5j§;«77A (PD-IO). T'KfcSU 

[0 0 5 4) b. f•5^-Mfc5}<Ux5^l/>^'•IJr^-;l/® 

L-i/7.-^>4 8mgS:0. 4M«oS^ffi?Kl Om 1 
tC^U 2, 4-1^7. (;l<'JX5^l/>i^Un-;i/) - 
6_^nD-s-hU7i^> (fStt^bPEG2) C^-fb 40 
^xm^taa 2 0 0 m g $:ilD^g?ST— L fe. ^§ 
e>tlfei>;?.x^'>^PEGtCDTT 6 2mg$:jQA 
3 71CT'6^[gSJJ:$itS3i:T">;^7^'f >^PEG 
$:-g-t;^S:f§fe. $e>JCRiS?K$:>:f;i/®i- (GH-2 

5 ^\miM) m-nms. l i o mM u y^^m ( p 

H7. 4), 0. 15M-NaCl (PBS)fCSSIt 
fefj; P B S T' Wb L kVl/iz 7 r n - 7. 6 B 

(7 7;i'Vv7) 7mllC^U ^^^^2:PBST 

L y;i/(c^ L 'yy^'T^i y^ peg 

5:, 5 0mM-DTT5:-i-t/PBST'^ai^. 50 



ij^ii^ 5-3 049 87 
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^T-^J©DTT$:i5imSL^°D (f^;«--MbPE 
G) 

[0 0 5 5] c. V L/-r 5 Rb-i/'>"?;b= h-f >^ 
7T^i/;i/x^?y-;u7^ >c>f^ 
i/y ^ K-f ;i/7 * :^ "7 7 f - S>';bx ^7-;b75>l2 
7mg, N- (£-Vl/^i K*ya-r;i/;t^i/) 7.>P 
i/>-f 5 K (EMCS) SOmg, hiJxf^;U75>4 

4 u 1 $:^Dn/}N;i/A/^i ^fy-;u: 5/1(Z)^icSd 

§^^TT'3^r^®S$-a:^:. $e{C2 
0 m g OEMC S SriiJD L $ e)tCgjST' 3 ^r^SfSSit 

fc vW^ K-fbi^'AVi/^ S>f;i/7*7,77-5'i/;i'XiJ 
>'-;b75>l±UNISIL (:;!/7.i'DXllttl3 -feffl 

^^bbfcl^7!j7A(cWU^nnd-x;i/A/^^ • 

10/1 (DMST'SM bEmm.mrz. 

[0056] d. vU-f^ KS^*7 F iJ 7v-r i^^iif 

DPPC (i/V'?;i/$ s-f;u7*7.7r^s^;mu» / 
c h oi (=1 U7.7^ n /V u-f 5 F-fbD P P E 

(S/A;i/5 h'i';U7:j-7.7 7^i^Vl/X^/-;U75>) 
t)\ 18/10/3 (mo 1J±) 7!>^?3^SH0B.I®ii-& 
ife (H2tc|t{bai3 lOOmgtCO. 4Mi'x>®^® 
?SpH4$:lml^lD;i^t^i^U $ ^atciiigili^?: 50 
^ y Lymt •& z: t ic i y V ) bf - ^ ^ ^ U *f V - A S: 
-f^Lfe. oVNT'V;i/5^5;>l5Ud<y-A5:2 OOnm 
<Z)d<7■9■-^XS:feo4fJ;*-J^<;^-hK 
7. v-ri?n-9->fx>7tti3 $:^Ltini±^a (e 

xtruder;Lipex Biomembrane 

s) T-eo-ctciDiaLooi oBiiiffiiiiS&^'jig-rr. 

-$:1M NaOH^T'4'5fOL60iC(CMabr30Bg!S 

ificz) 1 / 1 oMft©7 F 'J 7v.^' i» :mim^± 

S3 5:iD^fc. U;Ky-A|^^©pH43i2{C'{jieoT9 7 
%RJ:(Z)7 F U 7v^ i/>A^ieffil«l(C 'J rffv - AfCiifA 
i FS^^7 F'J 7V'f i/>i^AU3J<y- 

[00 57] e. TU'f? FS#^7FU7V'ft/>|^ 
AU !j^y-A^©5^;f-Mb$i«t©ilS#i: P E cmi 
BISl 0 0mgA^e>?5:^±IBvU-f$ F-^^7,FU7V 
^ i/>i^A 'J ;i<y - AtC^;r-Mb F a b ' m 5 m 
g iiW^. -3 7TCT' S^r^SSSits $ ?3{C 5 /imo 1 
(DT-^-MtPEG^M^, PBS4i^jST'6^r4Sf5 
-5 3 i: (C J; U P E Gmmt$.^7 F 'J 7 v-T > 
f^AUd^y-A&f^Lfco $"b{C-fe77a-7-CL6 
B (7 7;i/-v'i/7tt^ T'y;i/jijiL7^S/S(Di/7-r'f 
>i^PEG$:4)-^Ut. 

[0 0 5 8] 

(7 F U 7v>f i^>i^AG A HJJi^*^^ P E Om 'J =J< 



(12) 



5-304987 
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22 



ti^bfcMKN4 5«S 1X1 06 fiSr^-Kv:? 
^ST(C^fit 1 0 B^, IB®S*A^ 1 0 0 m g (C 

G A HJn#ig^ P E cm U d< V - A 5: 7 K U 7 i/ 
>g|^T'5ing/kg, OT'^ 

ft) . - * n > b n bT U ymm&m^ 
* (04^, ♦T'^) . 7F'J7v-fi/>^fi (0*, 
□ T'^) , 7K'J7V-f i/>iitAPEG^fg5'Jd<V- 
A (045. XT'^) g#^ .(^l?6~7E) 

-an > A;i.S}cfieo Tll=g©MSxMSxfiS/ 2 ® 



10 



p E Giit^ u ^ V - -^imm^ti^^s^ nr^. 

[0059] 
[0060] 

imm mm^: i 

B2?IJ®:S$ : 3 7 
W^iCDW^: cDNA 



G GCC err GGT CGA GGC TGA AGA GAC GGT GAC ai TCT 



37 



[0 0 6 1] i2?lj#-t: 
@3?'J®«$ : 2 1 

mim : ^ 

WiO:>W^: cDNA 



21 



t hi gGfiifl!: 



20»$TGG TGC AGC GAC ACT TOG TTT 
[0'0 6 2] B2J0#-t: 3 
W^iom-^ : 3 5 7 

laJ'JOSHi: cDNA 

mm 



GAG CTG GAG CIQ GAG GAG TCG GGC CCA GGA CFG GTG AAG GCT TCA 
GAG AGC CTG TCG CTC AX TGC ACT GTC TCT GCT GGC TGC ATC AGC 
ACT TCT GCT TTC TAG TGg' AAC TGG ATC GGC CAG GAG CCA GGG AAG 
GGC CTG GAG TGG AH GGG TAC ATC TAT TAG ACT GGG AGC AGC TAC 
TAG AAC CCG TCG CTC AAG ACT CGA GIT ACC ATA TCG CTA GAG AGG 
TCT AAG AGC CAG TTC TCG CTG AAG CTG AGC TCT CTG ACT GCC GGG 
GAC ACG GCC CTL TAT TAC TCT GGG AGG TCT ACC CGA CTA GGG GGG 
GCT GAC TAC TGG GGC CAG GGA AQ ATG CTC ACC GTC TCT TCA 
[0 0 6 3] i3«JS-^ : 4 cDNA 



45 
90 
135 
180 
225 
270 
315 
^7 



W^iom^ : 3 4 2 



mm 



★40 



[0 0 6 4] lE^lJS-^: 5 



GAC ATC GTG ATG ACC CAG TCT CCA GAC TGC CTG GCT GTG TCT CTG 45 

GGC GAG AGG GCC ACC ATC AAC TGC AAG TCC AGC CAG ACT GH TTA 90 

TAC AAC TCC AAC AAT AAG AAA TAC HA GCT TGG TAC CAG CAG AAA 135 

OCA GGA CAG CCT CCT AAG CTG CTC AH TAC TGG GCA TCT ACC GGG 180 

GAA TCC GGG GTC GCT GAC CGA TTC ACT GGC AGC GGG TCT GGG ACA 225 

GAT TTC ACT CTC ACC ATC AGC AGC CTG CAG GCT GAA GAT GTG GCA 270 

GU TAT TAC TCT CAG CAG TAT TAT ACT ACT CCG TGG ACG HC GGC 315 

CAA GGG ACC AAG Grrc GAA ATC AAA CGA 342 

50 m<iO>S.-^ : 1 1 9 



(13) OTP 5-3 04 9 8 7 

23 24 . 

Gin Val Gin Leu Gin Glu Ser Gly Pro Gly Leu Val Lys Pro Ser 
1 5 10 15 

Gin Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Gly Ser He Ser 

20 25 30 

Ser Cys Gly Phe Tyr Trp Asn Trp' He Arg Gin His Pro Gly Lys 

35 40 , 45 

- Gly Leu Glu Trp 'He Gly Tyr' He Tyr Tyr Ser Gly Ser Thr Tyr 

50 55 \ 60 

Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He .Ser Leu Asp Thr 

65 . 70 . 75 

Ser Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Leu Thr Ala Ala 

80 85 - 90 

Asp Thr Ala Val Tyr Tyr Cys Ala Arg Ser Thr Arg Leu Arg Gly 

95 100 105 

Ala Asp Tyr Trp Gly Gin Gly Thr Met Val Thr Val Ser Ser 

110 H5 119 

[0 0 6 5] is?iis-t : 6 m&m^:^y^^^n 
'mi 

Asp He Val Met Thr Gin Ser Pro Asp Ser Leu Ala Val Ser Leu 

1 * 5 10 15 ' . 

Gly Glu Arg Ala Thr He Asn Cys Lys Ser Ser Gin Ser Val Leu 

20 ' 25 30 

Tyr Asn Ser Asn Asn Lys Lys Tyr Leu Ala Trp Tyr Gin Gin Lys 

35 . 40 45 

. . . Pro Gly Gin Pro Pro Lys Leu Leu He Tyr Trp Ala Ser Thr Arg 

50 55 60 

Glu Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr / 

65 70 75 

Asp Phe Thr Leu Thr He Ser Ser Leu Gin Ala Glu Asp Val Ala 

80 • 85 90 

Val Tyr Tyr Cys Gin Gin Tyr Tyr Ser Thr Pro Trp Thr Phe Gly 

95 100 105' 

Gin Gly Thr Lys Val Glu He Lys Arg 
110 114 

[0 0 6 6] 7 [0 0 6 7] i2?tj§-t : 8 

W^\(D^'t : 1 7 iE?tj0S$ : 1 9 

IE?yoa^ : c DN A : c DN A 

gg^j B^JG AAG CTC CrC AGA GGA GGG ■ 19 

C GAG GGG GAA AAG GGT T 17 50 [ 0 0 6 8 ] : 9 



(14) , 5-304987 

25 26 

W^lom^ : 3 6 6 

ie?»jcDi? : mM(D^ : b hifm i - s - 1 m^/n-^ :/u k- via 

SB?II0^: cDN'A * 

CAG CTG CAG CTG GAG GAG TCG GGC CCA GGA CTG GTG AAG CCT TCG 45 
GAG ACC CTG TCC CTC AX TGC ACT GTC TCT GGT GGC TCC ATC AGC 90 

. ACT ACT ACT TAG TAC TGG GGC TGG ATC GGC CAG CCC XA GGG AAG 135 

GGG CTG GAG TGG AH GGG ACT ATC TAT TAT ACT GGG AGC ACC TAC 180 

TAC AAC CCG TX CTC AAG ACT XA, GTC AX ATA TX CTA GAG AX 225 
TX AAG AAC CAG TIC TX CTG AAG CTG AX TCT GTG AX GX XA . 270 

GAG AX GCT CTG TAT TAC TCT GX AX GX AX TAC GX GX TAC 315 

TAC TAC GCT ATG' GAG CTC TX GX CAA GX AX AX CTC AX CTC 360 . 

TX TCA 366 
[0 0 6 9] SE?[i§#: 10 ^mW^: cDNA 
m^i<D^^ : 3 2 4 ' 

mi 

' TAT GAG CTG' ACA CAG XA CX TX CTG TCA CTG TX XA GGA CAG 45 
AX GX AX ATC AX TX TCT XA GAT XA TTG XA AAG CAA TAT 90 
GCT TAT TX TAC CAG CAG AAG XA GX CAG GX CCT CTG CTG CTG 135 
' ■ ATA TAT AAA GAG ACT GAG AX CX TCA GX ATC CCT GAG XA TTC 180 
TCT GX TX AX TCA GX ACA ACA'GTC AX HG AX ATC ACT XA 225 
CTC CAG Ga GAA GAG GAG GCT GAG TAT TAC TCT CAA TCA XA GAG ,270 
AX ACT GCT ACT TAT GAG CTA TTC GX GGA GX AX AAG CTG AX 315 
GTC CTA GCT 324 
[0 0 7 0] : 1 1 . ★ffi^fJ^^ : ^ y^^i^K 

iE?(lOS$ : 1 2 2 

mi(Dm:7^JWi 30 «C0S3i : t: hin^^^ 1 - 3 - 1 M^yWyU F-v^H 

• hd<D:/-: a^^^ ★ ' fig 

S2?fJ 

Gin Leu Gin Leu Gin Glu Ser Gly Pro Gly Leu Val Lys Pro Ser 
1 5 , , 10 15 

Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Gly Ser He Ser * 

20 25 ' " 30 , 

Ser Ser Ser Tyr Tyr Trp Gly Trp He Arg Gin Pro Pro Gly Lys 

35 . 40 45 * 

Gly Leu Glu Trp He Gly Ser He Tyr Tyr Ser Gly Ser Thr Tyr 

50 55 ^0 ^ 

Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr 

65 70 75 

Ser Lys Asn Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala 

80 85 90 

Asp Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ser Tyr Gly Gly Tyr 

95 100 105 

Tyr Tyr Gly Met Asp Val Trp Gly Gin Gly Thr Thr Val Thr Vai 
110 115 120 

Ser Ser 

122 w 



(15) 
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27 

[0 0 7 1] lH?ij##: 1 2 
W^]0>^^ : 1 0 8 



28 



: : b h^Jii*: 1-3-1 ig4/^>f K- v| 



Tyr Giu Leu Thr Gin Pro Pro Ser Val Ser Val Ser Pro Gly Gin 

15 10 15 

Thr Ala^Arg He Thr Cys .Ser Gly Asp Ala Leu Pro Lys Gin Tyr. 

20 25 30 

Ala Tyr Trp Tyr Gin Gin Lys Pro Gly Gin Ala Pro Val Leu Val 

35-40 45 

He Tyr Lys Asp Ser Glu Arg Pro Ser Gly He Pro Glu Arg Phe 

50 . 55 .60 

Ser Gly Ser Ser Ser Gly Thr Thr Val Thr Leu Thr He Ser Gly 

65 70 75 

Val Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Gin Ser.-Ala Asp 

80 85 90 

Ser Ser Gly Thr Tyr Glu Val Phe Gly Gly Gly Thr Lys Leu Thr 



95 



100 



105 



Val Leu Gly 
108 

[0 0 7 2] W^m^: 1 3 
m^i<D^^ : 8 

He Ser Ser Xaa Xab Xac Tyr Trp 
1 5 ' • 

Xaa : Cys or Ser, Xab : Gly or Ser, Xac : Phe or Tyr 

[0 0 7 3] i2?y#-t : 1 4 ^ 30 mi 

m^ioy^^ : 1 2 



Gly laa Asp lab 
1 

lAa : Ala or Met, Inb : Tyr or Val 



He Gly laa lie Tyr Tyr Ser Gly Ser Thr Tyr Tyi 



[0 0 7 5] mm^: 1 6 

mm^^ : 9 



10 



Xaa : Tyr or Ser. 



[0 0 7 4] mm^: 1 5 



He Ser Ser Cys Gly Phe Tyr Trp Asn 
1 6 

1 7 



[0 0 7 6] m'i 

iWJ©*$ : 1 2 



50 mS^O)^ : t S^7iftGAHig4>'W:/'J K-V» 



(15) 



29 

KM 

He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Tyr Tyr 
1 6 10 

[0 0 7 7] WW^- 1 8 



I^Wf- 5-3 04 9 8 7 

30 



Ser Tbr Arg Leo Are Gly Ala Asp Tyr 
1 6 



[0 0 7 8] WM^: 1 9 



Lys Ser Ser Gin Ser Val Leu Tyr Asn Ser Asn Asn Lys Lys Tyr Leu Ala 



[0 0 7 9] iSrlJ#-t: 2 0 
fS?ij095$ : 7 



Trp Ala Ser Tbr Arg Gla Ser 

1 6 

[0 0 8 0] S^M: 2 1 ' 
Bg?'J(Z)«S : 9 



10 ■. 15 

BEFOOL: ^f^A'^'g 

fSM 

iMia®a^ : t hi5i(*: 1 - 3 - 1 g^^>>f K-^VlB 
20 flg • 

He Ser Ser Ser Ser Tyr Tyr Tm Gly Trp 

16 10 

[0 0 8 2] i3J!l#-i-: 2 3 
miom^ ■■ 14 



30 «a®^ : t: hjft^*: 1-3-1 S^^-n^T ^ U K- 



EM 

GId GU Tyr Tyr Ser Thr Pro In> Tir 
1 6 

[0 0 8 1] iB?lJ#-^: 22 . 
iE?!l®«$ : 1 0 

mi 

lie Gly Ser He Tyr Tyr Ser Gly Ser Thr Tyr Tyr Asn Pro 
1 5 10 . 

[0 0 8 3] BS^iJS-^: 2 4 40- KM 

m^iom^ : 1 2 



Gly Ser Tyr Gly Gly Tyr Tyr Tyr Gly Ket Asp Val 
1 6 10 



«CD^ : t 1-3-1 m&JU y U K- V| 
IS 



[0 0 8 4] fflJ'JS-^: 2 5 
ifiJlJC^hS^ .: 9 
miaM: 7^Jm 



t: S^5i<!{^ 1-3-1 M^^N-f K- vffl 



50 



.(17) 



ijfiPP 5-304 9 8 7 



31 

Ala Un Pro Lya Gin Tyr Ala Trr 
1 6 



32 



[0 0 8 5] Wm^: 2 6 
i2?ij©l!: T^yg! 



: t hm<!^ 1-3-1 m&M -fV K-^if 



■ E51J 

Us Asp Ser Glo 

1 



* K^l 

GlD Ser Ala Asp Ser Ser Gly Tlir Tyr Glu Val 
1 5 10 

[0 0 8 7] mm^: 2 8 

miom^ : 2 4 . 

ATC AGC AGT IGT KGT TWC TAC TGG 28 
f : T or A, R : G or A 



' [00 8 8] IffiFim: 2 9 
SBJIJC^$.:3 6 

m\oM : mi 

W^KDWIi.: cDNA 
20 jiai 

t: 1-3-1 Ei/N'f K- viffl : «ISg®ll^ffitc^(Z)*ilS5:fto t hS!^ 



[0 0 8 6] i^y#^: 2 7 
iS?'J©ft$ : 1 1 



[0 0 8 9] 



m GGG WRY ATC TAT TAY ACT GGG AGC ACC TAC TAC 36 
W : T or A, R : A or G, Y : C or T 
gS?[f#-t:30 . JjcIHJfl©^: cDNA 

12 ^ . 

GGKRYKGACKWC .12 

K : G or T, R : G or A, Y : C or T 



« : A or T 



[0090] 



B2?IJ## : 3 1 
27 



cDNA 



★ATC AGC AGT TCT GCT TTC TAC TGG 
[0 0 9 1] iPJ#^: 3 2 
i2?iJ©S$ : 3 6 

wmm. : mi 

40 hd<Di;-:iiai^^ 
iSJ!l©a3i : cDNA 



27 



[0 0 9 2] 
h;Kni/— 



AH GGG TAC ATC TAT TAC AGT GGG AGC ACC TAC TAC 36 

mm"^ : 3 3 

2 7 iMSSOS!! : t hm»G A Hl^yN'f ^'J K- Vif3 

iS^^^ TCT ACC CGA CPA CGG GGG GCT GAC TAC 27 

cDNA 50 [009 3] iBjy#-t: 34 



(18) 4tS§¥ 5-304987 

33 34 
BE?[i(D5:$ : 5 1 * I^IJO^ : c D N A 

lejuros : ^ li© ■ 

AAG TCC AGC CAG ACT GTT TTA TAC AAC TCC AAC AAT AAG AAA TAG HA GCT 51 
[0 0 9 4] I2?!J#€: 3 5 ' 5K [0 0 9 6] i2?U#-f : 3 7 

: 2 1 fg^JOfiS : 3 0 

WWW^: cDNA 10 iSJlJO^: cDNA 

mmm. t sjjtflsG a hm^/n-^ 'f-v« : t him 1-3-1 e^a-t k-vjsih 

TGG GCA TCT ACC CGG GAA TCC 21 S2?'J , ■ 

[00 9 5] iH?!J#^: 3 6 ATC AGC ACT ACT ACT TAC TAC TGG GGC TGG' 30 

m^iO>&-^ : 2 7 ■ [0 0 9 7] 

mi(Om:mi , E^tlS-t : 3 8i2?!l©«$ : 4 2 

IHJ'jOa^ : c D N A h iKD : HM^ 

f^M 20 ia^lJCDIigl: cDNA- 

t hiafi^GAHM^yW:/'; K-V« . 

ggjrj ttrofflli: th}5ift:i-3-lS^/W^U K-Vffl 

CAG CAG TAT TAT ACT ACT CCG TGG AOG 27 »5 IS 

AH GGG ACT ATC TAT TAT ACT GGG AGC ACC TAC TAC AAC CCG 42 
[0 0 9 8] : 3 9 ' *i2?!lCD^ : c D N A 

BS?lJ©fi$ : 3 6 ' 

mmm mt mmcD^ ■. t hma^ 1-3-1 m^yu-:fv f-vsb 

mi ' ' 

GGG AGC TAC GGG GGC TAC TAC TAC GCT ATG GAC GTC 36 
■ [0 0 9 9] i2J!)#-t: 4 0 i^M 
m^ioy^^ : 2 7. : t hiM 1-3-1 ^'J K- 

iS?lj0a!iS: cDNA AAA GAC ACT GAG 12 

[0 1 0 1] lH?y#-^: 4 2 

583^ : t 1-3-1 l^yN^f >^'J K- Viffl iSJfJ^fiS : 3 3 
flSiHIUGAT GCA TTG CCA AAG CAA TAT GCT TAT 27 : ^ 

[0 10 0] : 4 1 40 K*fD i/- : 

: 1 2 iS?0OS^: cDNA 

h d<n i/-- : : t sm^^i 1-3-1 m^Uzf'J K- V$IB 

ia?!J©^: cDNA 1=? IS 

CAA TCA GCA GAC AGC ACT GCT ACT TAT GAG CTA 33 

[Eis®fs#JkM ^S3] 

[02] '<d7^f-pKCR (AE) /HOfi^OtWH [04] 1 - 3 - m«iCZ)f S^mMKN 4 StC^hT 

5:^-^. 50 SiRjStt5:^1". 
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@ Human monoclonal antibody specifically binding to surface antigen of cancer cell membrane. 



® A human monoclonal antibody specificaliy binding to a surface antigen of cancer- cell membrane, an isolated 
DNA encoding the antibody, and a hybridoma producing the antibody. An anti-cancer formulation comprising the 
monoclonal antibody bonded to the surface of a liposome enclosing an anti-cancer agent or toxin is also 
provided. 
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The present invention relates to a novel human monoclonal antiixxjy useful for diagnosis and therapy of 
cancer, an isolated DNA encoding the monoclonal antibody, and a hybridoma producing the antibody. The 
present invention also relates to an anti-cancer formulation comprising the antibody bonded to a liposome 
which contains an anti-cancer agent. 

5 There has been no anti-cancer formulation thus far, which is sufficiently effective for the treatment of 
solid cancer. On the other hand, there has long existed an idea called "targeting" in which a therapeutical 
agent is concentrated at a tissue or an organ to be treated in order to maximize the therapeutical effect of 
the agent. Accordingly, it has been expected that focusing an anti-cancer agent at a cancer tissue by 
means of "targeting" may allow a therapy of the solid cancer. A number of trials to concentrate an anti- 

10 cancer agent or a toxin at a cancer tissue were made since a method for production of mouse monoclonal 
antibodies in large quantities has been established by Mtlstein and Kohler (Nature, 1975), and some of 
them were successful. 

Thus tar, binding of an antibody to a therapeutic agent has been accomplished by directly binding an 
antibody to a chemically-modified therapeutic agent, or indirectly binding them via a water-soluble polymer 

75 such as dextran. These methods, however, have drawbacks that the amount of a therapeutic agent capable 
of binding to one antibody molecule is very limited, and that chemical modification of a therapeutic agent 
-often causes lowering of the therapeutical activity. As one of the countemneasures to overcome the 
drawbacks, there was proposed a new delivery system which consists of an antibody bonded to the surface 
of a liposome in which a therapeutic agent is encapsuled, and many favorable results were reported (Konno 

20 et al. Cancer Research 47 4471. 1987; Hashimoto et al. Japanese Patent Publication (unexamined) No. 
l3403^'1983). ~ 

However, mouse monoclonal antibodies have a limited clinical use and continued administration thereof 
is impossible from a practical point of view due to side effects such as anaphylaxis caused by immune 
response (See A. Lo Bugli et al. Proc. Natl. Acad. Sci. U.S.A.. 86 4220. 1989). Accordingly, human 

25 monoclonal antibodies rather than mouse monoclonal antibodies are preferable for the purpose of clinical 
use. However, preparation of human monoclonal antibodies which adequately react with cancer cells has 
long been considered very difficult because of the reasons that it is very difficult to conduct passive 
immunity for the purpose of obtaining human B cells which produce a desired antibody, and that any 
efficient methodology which allows infinite reproduction of antibody-producing cells has not been estab- 

30 lished yet. 

In such a situation as mentioned above, the inventors of the present invention have made extensive 
study for the purpose of obtaining a human monoclonal antibody which permits "targeting therapy" on 
cancer tissue or organ with the help of anti-cancer agents or toxins, and they have succeeded in preparing 
a hybridoma capable of producing a novel human monoclonal antibody, the antigen to which exists on the 

35 surface of cell membrane of cancer cells. They also have succeeded in preparing a therapeutical 
formulation useful for "targeting therapy" of cancer, by binding the monoclonal antibody of the invention to 
a liposome in which an anti-cancer agent is encapsuled. The present invention is based on these findings. 

Thus, the present invention provides a human monoclonal antibody specific to an. antigen existing on 
the surface of a cancer cell membrane, said monoclonal antibody being produced by a fused cell between 

40 a lymphocyte derived from cancer patient and a mouse myeloma cell. The invention further provides an 
isolated gene encoding the antibody, a hybridoma producing the antibody, and an anti-cancer formulation 
containing the antibody. 

The human monoclonal antitjodies of the present invention contain, in the variable region of the heavy 
chain, the amino^acid sequences shown, for instance, in Sequence Listing Nos. 13. 14. and 15. More 
45 specifically, the monoclonal antibodies of the invention include, among others, those in which the variable 
region of the heavy chain comprises the amino acid sequences shown in Sequence Listing Nos. 16, 17. and 
18. and the variable region of the light chain comprises the amino acid sequences shown in Sequence 
Listing Nos. 19. 20. and 21, and those in which the variable region of the heavy chain comprises the amino 
acid sequences given in Sequence Listing Nos. 22, 23. and 24, and the variable region of the light chain 
50 comprises the amino acid sequences given in Sequence Listing Nos. 25. 26. and 27. 

The monoclonal antibodies of the invention include any variants of the above-mentioned specific 
antibodies, which are obtainable by making insertion, deletion, substitution and/or addition of one or more 
amino acid residues to the amino acid sequences of the above-identified antibodies with the limitations that 
such modification must not adversely affect the reactivity of the antibodies against the antigens. The 
55 present invention wilt be more detailed below. 
In the accompanying drawings: 
Fig. 1 schematically shows the construction of vector pKCRD. 
Fig. 2 schematically shows the construction of vector pKCR(AE)/H. 
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Fig. 3 shows reactivity of antibody 1-3-1 to colon cancer cell line C-1. 
Fig. 4 shows reactivity of antibody 1-3-1 to gastric cancer cell line MKN45. 

Fig. 5 shows anti-cancer effects of adriamyctn-containing and PEG-modified liposome bonded to 
antibody GAH on the cancer transplanted to nude mouse. 
5 The hybridoma producing a human monoclonal antibody of the invention is^ prepared according to the 
method described by A. Imam {Cancer Research 45 263, 1985). Thus, lymphocytes which have been 
isolated from extracted lymph node associated with cancer are fused with mouse myeloma cells in the 
presence of polyethylene glycol Hybridomas thus obtained are screened by means of enzyme immunoas- 
■ say using various cancer cell line fixed with paraformaldehyde, and hybridomas capable of producing 
10 antibodies are obtained and cultured. From supernatant of the resultirig culture, monoclonal antibodies are 
isolated and purified according to a conventional method such as disclosed by R. C. Duhamel (J. Immunol. 
Methods 31 211. 1979). 

The purified monoclonal antibody is labelled with a fluorescent substance and examined about its 
reactivity with living cancer ceils and normal cells such as erythrocytes and leucocytes using Row 

rs Cytometry. Hybridoma producing an antibody which reacts with the living cells but not with normal cells are 
selected. Alternatively, the reactivity of antibodies to cancer cells isolated from cancer tissue of a patient is 
compared with the reactivity to normal cells derived from non-cancer segment of the same organ, and a 
hybridoma producing an antibody which reacts with the cancer cell and does not react, or reacts as 
moderately as an antibody derived from normal volunteer, with normal cells, is selected. 

20 A base sequence of a DNA encoding a human monoclonal antibody produced by the hybridoma 
selected above can be determined in the following manner. 

In accordance with Casara et al method (DNA 2 329, 1983), mRNAs are separated from the antibody- 
producing hybridoma cells, using guanidine thiocyanate-lithium chloride, and cDNA library is prepared by 
the use of oligo (dT) primer. The cDNAs thus obtained are then subjected to (dG) tailing. Consensus 

25 ' sequence between poly C capable of hybridizing with the dG tail obtained above and an already available 
human gene encoding heavy or light chain of human antibodies is used as a probe for amplification of the 
antibody-encoding cDNA by means of PGR. The terminal of the amplified DNA is made blunt. The DNA 
separated from an electrophoresis gel is inserted to a cloning vector such as pUCl19, and the base 
sequence of the DNA is determined by Sanger et al dideoxy method {Proc. Natl. Acad. Sci. U.SA. 74 5463. 

30 1977). 

Preferable antibodies of the present invention are those in which the variable region of the heavy chain 
comprises the amino acid sequences shown in Sequence Listing Nos. 13, 14, and 15. Specific examples of 
preferred antibodies are, among others, those in which the variable region of the heavy chain comprises the 
amino acid sequences shown in Sequence Listing Nos. 16, 17, and 18, and the variable region of the light 

35 chain comprises the amino acid sequences shown in Sequence Listing Nos. 19, 20, and 21, and those in 
which the variable region of the heavy chain comprises the amino acid sequences shown in Sequence 
Listing Nos. 22. 23. and 24, and the variable region of the light chain comprises the amino acid sequences 
shown in Sequence Listing Nos. 25, 26. and 27. 

The above-noted amino acid sequences in Sequence Listing Nos. 13, t4. and 15; 16, 17, and 18; and 

40 22, 23, and 24 are called "hyper variable region" in variable region of the heavy chain. -Likewise, the amino 
acid sequences in Sequence Listing Nos. 19, 20, and 21; 25, 26, and 27 are called "hyper variable region" 
in variable region of the light chain. These regions are responsible lor the specificity of the antibody and 
determinative to binding affinity between the antibody and the antigenic determinant. Accordingly, the 
variable region of the heavy chain in the antibodies of the invention can have various amino acid sequences 

45 derived from different antibodies so far as it comprises the above-mentioned hyper variable regions. 

The most preferred monoclonal antibodies of the invention are those in which the variable regions of the 
heavy and light chains are represented by the amino acid sequences of Sequence Listing Nos. 5 and 6 
respectively, and also 11 and 12 respectively. The DNA sequences encoding constant regions of the heavy 
and light chains are the same as those disclosed in Nucleic Acids Research 14 1779, 1986, The Journal of 

50 Biological Chemistry 257. 1516, 1982 and Ceil 22, 197. 1980. respectively. 

The monoclonal antibody of the invention may be prepiared by culturing the hybridoma producing the 
antibody of the invention in eRDF or RPMI1640 medium containing fetal bovine serum. Alternatively, it may 
also be prepared by connecting the DNAs having the base sequences in Sequence Listing No. 3, 4, 9 and 
No. 10. which encode variable regions of heavy and light chains respectively, with known DNAs encoding 

55 the. constant regions as mentioned above to obtain a pair of genes encoding the monoclonal antibody of the 
invention, inserting the genes into one of various known expression vectors, transforming an appropriate 
host cell such as CHO cell with the expression vectors, and culturing the resultant transformant. As 
expression vectors to be used in animal cells, there may conveniently used a combination of pKCR {AE)/H 
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and pKCRD which may be constructed in the manner as shown in Rgs. 1 and 2 starting from pKCRH2 
disclosed by Mishina {Nature 307 605,1984). In more detail, a gene encoding the heavy chain, to which a 
Hindlll restriction' site has beerTadded. is inserted into plasmid pKCR (AE/H) at the Hindill site, and a 
ieTective marker such as DHFR gene is inserted into the plasmid at Sail site. On the other hand, a gene 

5 encoding the light chain, to both ends of which EcoRI restriction site has been added, is inserted into 
plasmid pKCRD at EcoRI site, and then the DHFR gene is also inserted into the plasmid at Sail site. Both ot 
the plasmids obtainedabove are incorporated into a host cell such as CHO dhfr" (Urlaub G. & Chasin L. A., 
Proc. Natl. Acad. Sci. U.SA. 77 4216, 1980) by means of calcium phosphate method. The resultant 
transformant is cultured in aMEMmedium containing no nucleotide, and grown cells are subjected to further 

70 selection for antibody-producing clones. The antibody of the invention can be obtained and purified by 
culturing the selected clone, adsorbing the resulting supernatant to a column filled with Protein A supported 
by cerulofine or agarose, and eluting the antibody from the column. 

A liposome used for the preparation of the anti-cancer formulation of the invention is composed of two 
lipid layers. The lipid layer may be of monolayer or multiple layers. Constituents of the liposome are 

15 phsphatidylcholine. cholesterol, phosphatidylethanolamine. etc. Phosphatidic acid, which provides the lipo- 
some with electric charge, may also be added. The amounts of these constituents used for the production 
of the liposome are. for instance. 0.3-1 mol, preferably 0.4-0.6 mol of cholesterol. 0.01-0.2 mol. preferably 
0.02-0.1 mol of phosphatidylethanolamine. 0.0-0.4 mol. preferably 0-0.1 5mol of phosphatidic acid per 1 mol 
of phosphatidylcholine. 

20 The liposome used in the present invention may be prepared by conventional methods. For example, a 
mixture of the above-mentioned lipids, from which the solvents have been removed, is emulsified by the 
use of a homogenizer, lyophilized, and melted to obtain multilamera liposome. Adjustment of particle size of 
the resultant liposomes may be conducted by ultrasonication. high-speed homogenization, or pressure 
filtration through a membrane having uniform pore size (Hope M. J. et al.. Biochimica et Biophysica Acta 

25 812 55. 1985). Preferable particle size of the liposomes are between 30nm and 200nm. 

Anti-cancer agents encapsuled in the liposome includes carcinostatic agents such as adriamycin, 
daunomycin. mitomycin, dsplatin, vincristine, epirubicin, methotrexate. 5Fu, and aclacinomycin, toxins such 
as ricin A and diphtheria toxin, and anUsense RNA. Encapsulation of anti-cancer agent into liposome is 
accomplished by hydration of the lipids with an aqueous solution of the anti-cancer agent. Adriamycin. 

30 daunomycin. and epirubicin may be encapsulated into a liposome by means of remote loading method 
taking advantage of pH gradient (Lawrence D.M. et al., Cancer Research 49 5922, 1989). 

Binding of a monoclonal antibody to the surface of the liposome mentioned above may be accom- 
plished by the formation of cross-linkage between phosphatidylethanolamine and the antibody using 
glutaraldehyde. However, preferred method is that a thiolated antibody, is allowed to react with a liposome 

35 comprising a lipid into which a maleimide group has been incorporated. Remaining maletmide groups on 
the surface of the liposome may be further reacted with a compound containing thiolated polyalkyleneglycol 
moiety, thereby the surface of the liposome is modified. 

Thiolation of an antiobody may be conducted by the use of N-succinimidyl-3-(2-pyridyldithio)propionate 
(SPDP). which is usually used for thiolation of protein, iminothiolane, or mercaptoalkyiimidate. Alternatively. 

40 a dithiol group intrinsic to an antibody may be reduced to form a thiol group. The latter is preferred from the 
view point of keeping antibody's function. Another method, to provide an antibody with a thiol group is that 
an antibody is treated with an enzyme such as pepsin to form F(ab)'2. which is then reduced with 
dithiothreitol (DTT) to form Fab', which gives one to three thiol groups. 

The binding of the thiolated antibody to the maleimide group-containing liposome may be accomplished 

45 by reacting them in a neutral buffer solution at pH6. 5-7.5 for 2-16 hours. 

The anti-cancer formulation of the present invention may be prepared by means of conventional 
methods such as dehydration method (Japanese Patent Publication No. 502348/1990) and lyophilization 
method (Japanese Patent Publication No. 9331/1989). 

The anti-cancer formulation of the invention may be administered intravascularfy, peritoneally. or locally. 

50 Dosage of the formulation varies depending on the nature of particular anti-cancer agent encapsulated into 
the liposome. When the agent is adriamycin, the dosage is the one corresponding to adrianriycin 50mg or 
less/kg body weight, preferably lOmg or less/kg, more preferably 5mg or less/kg. 

The following detailed examples are presented by way of illustration of certain specific embodiments of 
the present invention. 

55 

Example 1 

Establishment of Hybridoma Producing Human Monoclonal Antibody GAH 
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Hybridoma producing human monoclonal antibody GAH was established by cell fusion between 
lymphocytes derived from a lymph node associated with cancer tissue of a patient and mouse myeloma 
cells. 

5 (1) Preparation of Lymphocytes 

Cancer-associated lymph node extracted Irom a patient suffering from colon cancer was cut up into fine 
pieces with scissors and scalpel, and cells were dispersed using a stainless net in Culture Medium A (eRDF 
(Kyokuto Seiyaku Kogyo) + 50ug/ml gentamicin sulfate). The resultant cell suspension was centrifuged at 
10 1000 rpm for 10 minutes and the supernatant was discarded. The residue was suspended in fresh Culture 
Medium A, and the suspension was centrifuged again to obtain 2.6x10^ cells. 

(2) Cell Fusion 

75 The lymphocyte cells obtained above were subjected to cell fusion with mouse myeloma cells (1x10^) 
in the presence of polyethyleneglycol (Boehrtnger-Mannheim) according to a conventional method. The 
fused cells were suspended into Culture Medium A added with lOuM hypoxanthine. 0.04uM aminopterin. 
1.6uM thymidine, and 10% fetal calf serum (PCS), said medium being referred to as HAT addition medium 
hereinafter, so that the density of the lymphocytes may be 5.4x105 /ml. jhe suspension was plated on 96 

20 well plates at lOOm/well and cultured at 37* C in a CO2 incubator. Half of the culture medium was 
substituted with HAT addition medium from time to time and the cultivation was continued until hybridoma's 
colonies appeared. The ^hybridoma's colonies were observed in all of the wells. The supernatam of the 
culture in each well was tested on the reactivity to several established cancer cell lines such as colon 
cancer cell line C-1 (Sato et al. Igakunoayumi (Progress of Medicine) 96 875, 1976. obtained from Men Eki 

25 Seibutsu Kenkyusho (Institute of Immunized Organisms)), and stomach cancer cell line MKN45 (Naito et al. 
Gan to Kagaku Ryoho (Cancer and Chemotherapy) 5 89, 1978. obtained from above-noted Institute) 
according to the method described in Experiment 1. Positive wells were 7.3% (35 wells) against C-1 and 
4.6% (22 wells) against MKN45. and 6 wells showed positive reacUon to both strains. Cloning of hybridomas 
was conducted using the wells which showed positive reaction to both lines. The cloning was conducted 

30 three times by means of limiting dilution method, and hybridoma clone GAH was established. 

Example 2 

Purification and Labeling of Monoclonal Antibody GAH ... 

35 

(1) Culture of Hybridoma GAH and Purification of Monoclonal Antibody GAH 

Fetal caif serum was passed through a Protein A-agarose (RepliGen). thereby substances adsorbed to 
the column was removed from the serum. For culture of hybridoma GAH. eRDF culture medium (Kyokuto 
40 Seiyaku) to which 3% of the above serum had been added was used. The culture of hybridoma GAH was 
then charged into a Protein A-agarose column, and adsorbed antibody was then eiuted out to obtain purified 
antibody. The use of the above-noted serum allowed to obtain pure antibody GAH free from other 
antibodies of serum origin and substances adsorbed to Protein A-agarose. The antibody GAH was 
confirmed to t>e a pure IgG by sodium dodecyl sulfate-polyacryiamide gel electrophoresis. 



45 



(2) Fluorescent Labeling of Antibody GAH 



The purified antibody GAH was labeled by fluorescein isothiocyanate (FITC) according to the method of 
Coons A. H. Thus, the antibody was dialyzed against a carbonate buffer solution (pH9.5) and reacted with 
SO' FITC solution. The labeled antibody was separated from free FITC by gel filtration. Absorbance of fractions 
containing labeled antibody was measured at ODzaonm and ODagsnm and labeling degree was determined. 
The binding molar ratio of the antibody and FITC {F/P ratio) was 0.93. 

Exp>eriment 1 

55 

Study on Reactivity of Human Monoclonal Antibody against Cancer Cell Lines 
(1) Cancer Cell Lines and Preservation Thereof 
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30 



40 



Colon cancer cell line C-1 and stomach cancer cell iine MKN45 were used as human cancer cell lines. 
The cells were preserved and grown at 37*0 under 5% CO2 conditions using Culture Medium B (eRDF 
medium containing 10% FCS). 

. (2) Study on Reactivity to Cancer Cell Lines 

a. Determination of reactivity against solid cancer cell lines 

Cancer cells were cultured until monolayer in a 96 well plate for 3 or 4 days. After removal of culture 
supernatant, the plate was washed twice by lOmM phosphate buffer (pH7.4) and 0-15M NaCI solution 
(PBS), and 2% paraformaldehyde fixation was conducted at room temperature for 20 minutes. After washing 
5 times with PBS. PBS solution containing 5% BSA (bovine serum albumin) was added to wells (200u/well), 
and the plate was kept 37 'C for 2 hours to complete blocking. The plate was washed 5 times with PBS, 
and 50ul of culture supernatant of hybridoma was added thereto. After two hour reaction at 37* C, the plate 
was washed 5 times with PBS and 50ul of alkaliphosphatase conjugated goat antibody to human antibody 
(1000 dilution, Capel) was added. Following one hour reaction at 37 "C, the plate was washed 5 times with 
PBS and added with 0.05M carbonate buffer - ImM MgCl (pH9.5) containing 25mM p-nitrophenyt 
phosphate at ratio of 50ul/well and allowed to react at room temperature for one hour to overnight. 
Absorbance at 405nm was measured with microplate photometer (Colona). Reactivity was determined 
according to the method described in Example 1 (2). Cloning from the wells in which positive reaction 
against cultured cancer cell lines C-1 and MKN45 has been observed gave hybridoma GAH. Purified 
antibody from culture supernatant of GAH showed the same reactivity. 

b. Reactivity to Irving cancer cells 

Cancer cells were cultured in a flask or Petri dish and culture supernatant was discarded. To the 
residue was added a PBS solution containing 0.02% EDTA. and the mixture was left to stand at room 
temperature for 30 minutes allowing the cells to float. The cells were washed with Culture Medium B by 
centrifugation and suspended in healthy human serum containing the fluorescent-labeled antibody GAH 
(final concentration: 50ng/ml) obtained in Example 2 (2) so that cell density of about 1x10^/200ul may be 
obtained, and the suspension was allowed to react at 0*C for 60 minutes. The suspension was centrifuged 
at 2000 rpm tor 2 minutes and the supernatant was discarded. The remaining cells were suspended in 1ml 
of PBS. washed by centrifugation. and resuspended in 300al of PBS containing 10ug/ml of propidium 
iodide (PI). The suspension was subjected to the observation by flow cytometer (FCM). FACS440 (Becton 
Dickinson), in order to determine the magnitude of fluorescence (FITC and PI) bonded to particular cell- 
Dead cells having PI fluorescence could be removed because the dead cells took in PI in the nucleic acids 
and emitted PI fluorescence. Markers having five standard amounts of fluorescence (quantitative kit: Ortho 
Diagnostic Systems) were subjected to FCM under the same conditioned as above. Based on the markers, 
average binding amount of FITC per cell was calculated. On the basis of the average binding amount and 
F/P ratio of labeled antibody, an average number of antibodies bonded to one living cell was determined. 
The results are shown in Table l. * 

Table 1 



Cancer Cell Strain 


Antibody 


GAH 


Control IgG 


MKN45 
C-1 


3.5x10* 
0.6x10* 


0.15x10* 
<0.l xlO* 



When compared with IgG derived from healthy human serum, which was labeled by fluorescence in the 
same manner as GAH and used as a control, about 6-23 times larger amount of antibody GAH has bonded 
to stomach and colon cancer cells. 

Experiment 2 



Reactivity of Human Monoclonal Antibody GAH to Blood Cells 
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Erythrocytes were separated from peripheral blood taken from 7 healthy volunteers and 3 patients 
suffering from cancer according to Kinoshita's method (Separation of Erythrocytes; New Edition of Nippon 
Ketsuekigaku Zensho 13 800. 1979). 

Leukocytes were obtained in the following manner: Peripheral blood was drawn from healthy volunteers 
with addition of heparin. 2ml of 6% dextran-physiological saline was added and mixed to lOmI of the blood. 
The mixture was left to stand at room temperature for 50 minutes to give a plasma layer, which was then 
separated and centrrfuged at 1500 rpm for 5 minutes to obtain leukocytes. 

Reactivities of the monoclonal antibody of the invention to these blood cells were determined by means 
of FCM in the same manner as in the living cancer cells except that PI was not added. In this connection, 
the leukocytes were divided into limphocyte (major leukocyte cell), granulocyte, monocyte, and platelet, 
based on front and side light scattering in FCM (Bio/Technology 3 337, 1985). and reactivities to respective 
cells were separately determined. The test results were shown in Table 2. 

Table 2 



Cells 


Antibody 


GAH 


Control IgG 


Leukocyte 






limphocyte 


negative 


negative 


granulocyte 


0.49x10*- 


,0.48x10^* 


monocyte 


0.41x10*' 


0.43x10*' 


platelet 


negative 


negative 


Erythrocyte 


negative 


negative 



*: Average number of antibodies bonded per cell 



Antibody GAH showed no reaction to erythrocyte and limphocyte, while the reactivity to granulocyte 
and monocyte was the same level as the reactivity to control IgG likewise in Experiment i. 

Experiment 3 

Reactivity of Human Monoclonal Antibody GAH to Cells Derived from Fresh Cancer Tissue and Non-Cancer 
Tissue 

In order to study a binding specrticity of antibody GAH to cancer cells, normal cells were simulta- 
neously isolated from fresh tissue belonging to the same organ of the same* patient from which cancer cells 
were obtained, and reactivities of antibody GAH to respective cells were determined. Isolation of cells from 
the tissue was conducted according to Tokita's method (Ganno Rinsho (Cancer in Clinic) 32 1803,1986). 

Thus, the tissue extracted was placed on Teflon sheet spreaded on a rubber plate, cut with a razor into 
fine pieces, and transferred onto a 1mm stainless meshes. The meshes was shaken in a Petri dish full of a 
culture medium to obtain the medium containing small cell aggregates which passed through the meshes. 
The medium was centrifuged at 1000 rpm, and floating fats and suspending necrotic debris were discarded. 
This centrifugation was repeated several times. The cell aggregates were subjected to pumping by means 
of a syringe with Cateran needle of 23 gauge to disperse the cells. The reactivity to the cells thus obtained 
was determined by FCM in the same manner as in the living cancer cells. The test results are shown in 
Table 3. 
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Table 3 



Antibody 


Colon 


Stomach 




Cancer Cells 


Non-cancer Cells 


Cancer Cells 


Non-cancer Cells 


GAH 


1.1 xlO* 


0.03x10* 


180 xlO* 


4.6x10* 


Control IgG 


0.15x10* 


0.04x10* 


3.5x10*- 


0.9x10* 


Average number of antibodies bonded per cell 



The average number of GAH antibodies bonded to cancer cells is remarkably higher than that in the 
non-cancer cells. In addition, the number of antibodies bonded to cancer cells was 51 times greater than 
that in the control IgG in stomach cancer, and 7 times greater in colon cancer. These results indicate that 
antibody GAH recognizes an antigen dominantly expressed on the surface of cell membrane of cancer 
cells. 

Examples 3 

(1) Determination of Subclass of Light Chain of Monoclonal Antibody GAH 

20 ' ' 

Antibody GAH obtained in Example 2 (1) was subjected to SDS-PAGE in the reduced form. Heavy 
chain and light chain separately electrophorated were blotted on a transmembrane (Polyvinylidene- 
- dilluoride. Millipore). The membrane was blocked with 5% BSA solution and allowed to react with a goat 
antibody to human x or X chain, which was combined with peroxidase {Capel). After washing, a 0.05% (w/v) 
^ 4-chloronaphthol solution containing 0.015% H2O2 was allowed to react thereto as a substrate. The light 
chain of antibody GAH reacted with anti-human x chain antibody, which was detected through the 
appearance of coloured band. This revealed that the light chain was x chain. ^ 

(2) Preparation of Gene Encoding Monoclonal Antibody GAH 

a. Preparation of cDNA encoding antibody GAH by means of polymerase chain reaction (PGR). 

According to the method detailed below. poly(A)-containing RNAs were prepared from antibody GAH- 
producing hybridoma obtained in Example 1 (2) using guanidine thiocyanate-lithium chloride method {DNA 
2 329. 1983). 

The hybridoma cells (1x10^) were solubilized in a solution (7.5ml) comprising 5M guanidine 
thiocyanate, lOmM EDTA. 50mM Tris-HCl. pH7.0. and 8% (v/v) ^-mercaptoethanoL To the mixture was 
further added and mixed cesium chloride to the final concentration of lg/2.5ml. The solution (8.0ml) was 
gently overlayed on a 5.7M cesium chloride solution (3.5ml) in a centrifuge tube, and centrifuged at 30,000 

^ rpm for 23.5 hours using Hitachi RPS40T Rotary, which gave RNAs as a precipitate. The precipitate was 
dissolved in a solution (400al) comprising 0.1% sodium lauryi sulfate. 1rnM EDTA, and lOmM Tris-HCi. 
pH7.5. followed by phenol-chloroform extraction and ethanol precipitation. .The resultant RNAs (about 64ug> 
was dissolved in a solution (40iil) comprising lOmM Tris-HCl. pH8.0. and ImM EDTA.' A 21ul aliquot of the 
solution provided about 2.64ug of mRNA containing poly(A) by means of mRNA Purification Kit 

^ (Pharmacia). The poly(A)-containing mRNA (1. lug) was dissolved in water (lOul). To the solution were 
added oligo. d(T) 12-18 primer (I.Sug) (Pharmacia), lOmM 4 dNTP (3ul) (Takara Shuzo). reverse transcrip- 
tase (40U) (Life Science). RNase inhibitor (30U) (Takara Shuzo), 5 x reverse transcriptase buffer (Btil)^ 
comprising 250mM Tris-HCl, pH8.3, 40mM magnesium chloride, and 250mM potassium chloride, and 
additionally water to make a total volume of 30u.t. The mixture was allowed to react at 41 * C for one hour, 

^ followed by ethanol precipitation to obtain cDNA. 

The cDNA thus obtained was dissolved in water (15.3ul). To the solution were added a 5 x terminal 
deoxynucleotide transferase buffer (4.8ul) (250mM Tris-HCl. pH7.5, 50mM magnesium chloride), terminal 
deoxynucleotide transferase (12U) (Pharmacia), and lOmM dGTP (2.4ul) (Takara Shuzo) to make a total 
volume of 24ul, and the mixture was allowed to react at 37" C for 1.5 hours to add poly d(G) at 3' terminal 

^ of cDNA. After completion of the reaction, the enzymes were inactivated by heating at 70 vC for 15 minutes. 
PCR was conducted based on the cDNA thus obtained as a template using Perkin Elmer Cetus DNA 
Thermal Cycler following the manual provided by the manufacturer. Thus, to the above reaction mixture 
(2ul) were added, as a primer for amplifying cDNA encoding variable region of the heavy chain, poly C (15 



8 



EP 0 520 499 A1 



nucleotides) which hybridizes dG tail added to 3' terminal oi the cDNA (40pmol). a single stranded DNA 
primer (37 nucleotides) corresponding to the region spanning from part of the variable region (113-119 
amino acid sequence in Sequence Listing No. 5) to the constant region which is common to all human IgGs 
(25pmol) (Nucleic Acids Research 14 1779, 1986). poiy G as a primer for amplifying cDNA encoding 

5 variable region of the light chain (40prhol), a single stranded DNA primer (21 nucleotides) corresponding to 
the region spanning from J region of human x chain (113-114 amino acid sequence of Sequence Listing No. 
6) to the constant region (The Journal of Biological Chemistry 257 1516, 1982; Cell 22 197. 1980) (40pmol). 
10 X PGR buffer (lOOmM Tris-HCl, pH8.3, SOOmM potassium chloride. 15mM magnesium chloride. 0.1% 
(w/v) gelatin (lOul), lOmM 4 dNTP (2al) (Takara Shuzo). and Taq DNA polymerase (2.5U) (Takara Shuzo)). 

w andJurther water to make a final volume of lOOuI. Thirty cycles of incubations at 94 'C for one minute 
(denaturing step) at 55 'C for two minutes (annealing step) and at 72' C for three minutes (elongation step) • 
were conducted and further incubation at 72 "C for seven minutes was added. Reaction mixture was 
subjected to ethanol precipitation, and resultant precipitates were dissolved in water {30ul). 

To the aqueous solution were added Klenow fragment (2U) (Takara Shuzo). ImM 4 dNTP (4ul). and 10 

75 X blunting buffer (500mM Tris-HCl, pH7.6, lOOmM magnesium chloride) (4al). 40ul in total, and the mixture 
was allowed to react at 37* C for 30 minutes to obtain a double-stranded cDNA having .blunt ends. 

b. Determination of base sequence of cDNA 

20 The cDNA solution obtained above was subjected to 2% agarose electrophoresis, and a band was 
observed at about 500bp. The band was cut away from the agarose gel. The cDNA was inserted into a 
cloning vector pUCl19 at Smal site, and the base sequence was determined by dideoxy method, which 
revealed that among total base sequence of the PGR fragment, the base sequences encoding variable 
regions of the heavy and light chains were respectively those shown in Sequence Listing Nos. 3 and 4. 

25 The amino acid sequences of variable regions of heavy and light chains of antibody GAH produced by 
the above-mentioned hybridoma were deduced from the base sequences determined above and are 
respectively shown in Sequence Listing Nos. 5 and 6. Based on the base sequences determined, antibody 
GAH was shown to belong to IgGi subclass. The DNA fragment, the base sequence of which has been 
determined, can be prepared by means of DNA synthesizer with good reproducibility, and therefore, the 

30 acquisition of the DNA fragment does not require the repetition of the above procedure. 

Example 4 , 

Establishment of Human Monoclonal Antibody 1-3-1 Producing Hybridoma by Cell Fusion between 
35 Lymphocyte Derived from Cancer Associated Lymph Node and Mouse Myeloma 

(1) Preparation of Lymphocyte 

In substantial accoi-dance with the procedure described in Example 1 (1). lymphocytes (3x10^) were 
40 prepared starting from cancer associated lymph node extracted from a patient with lung cancer. 

(2) Cell Fusion 

Lymphocyte cells obtained above were fused with mouse myeloma cells (8x10^) using 
45 polyethyleneglycol (Boehringer-Mannheim) according to the conventional method. In the same manner as 
Example 1 (2). the fused cells were suspended in HAT addition medium to obtain cell density of 5.2x10^ /ml 
and placed on a 96 well plate at a ratio of lOOul/plate. Half of the culture medium was substituted with HAT 
addition medium from time to time and the culture was continued until hybridoma's colonies appeared. The 
hybridoma's colonies were observed in all of the wells. In the same manner as in Example 1 (2), the 
50 supernatant of the culture in each well was tested on the reactivity to fixed cancer cell lines such as colon 
cancer cell line C-i and stomach cancer cell line MKN45, in accordance with the procedure described in 
Experiment l (2)-a. Positive wells, were 16.3% (94 well) against C-l and 6.3% (36 wells) against MKN45, 
and 4 wells showed positive reaction to both lines. 

Cloning of hybridoma cells was conducted using the wells which showed positive reaction to both lines. 
55 The cloning was conducted three times by means of limiting dilution method, and hybridoma clone 1-3-1 
was established. 

Example 5 
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Purification and Labeling of Monoclonal Antibody 1-3-1 

r 

(1) Culture of Hybridonaa 1-3-1 and Purification of Monoclonal Antibody 1-3-1 

5 For culture of hybridoma 1-3-1, eRDF culture medium (Gokuto Seiyaku) to which 3% of the serum 
• described in Example 2 (1) had been added was used. The culture of hybridoma 1-3-1. was then charged 
into a Protein A-agarose column, and adsorbed antibody was then eiuted out to obtain purified antibody 1-3- 
.1. The antibody was confirmed to be a pure IgM by SDS-PAGE. 

10 (2) Fluorescent Labeling of Antibody 1-3-1 

The purified antibody 1-3-1 was labeled by FITC according to the method described in Example 2 (2). 
Absorbance of fractions containing labeled antibody was measured at ODzaonm anci OD4g5nn,. and lat>eling 
degree was determined. F/P ratio was 6.7. . 

75 , ' • 

.Experiment 4 



Study on Reactivity of Human Monoclonal Antibody to Cancer Cell Lines 
20 (1) Cancer Cell Lines and Preservation thereof 

Human colon cancer cell line C-1 and stomach cancer cell line MKN45 were preserved and grown at 
37 'C and 5% CO2 conditions in Culture Medium B in the same manner as described in Experiment 1 (1). 

25 (2) Study on Reactivity to Living Cancer Cell Lines 

Cancer cells were cultured in a flask or Petri dish and culture supernatant was discarded. To the 
residue was. added PBS solution containing 0.02% EDTA, and the mixture was left to stand at room 
temperature for 30 minutes allowing the cells to float The ceils were washed with Culture Medium B by 

30 centrifugation and suspended in PBS so as to make the cell density of about lx10^/20auL Antibody 1-3-1 
obtained in Example 5 (l^was added to the above solution to make the final concentration of the antibody 
of 50u.g/ml, and the mixture was allowed to react at O'C for 60 minutes. The suspension was centrifuged at 
2000 rpm for 2 minutes and the supernatant was discarded- To the remaining cells was added FiTC labeled 
anti-human antibody solution (200ul) (Capei) diluted with 1% BSA-containing PBS by 500 times, and the 

35 resulting cell suspension was kept at 0 ' C for 60 minutes. The suspension was centrifuged at 2000 rpm for 
2 minutes to remove the supernatant, and the remaining cells was suspended in and washed with PBS 
(1ml) by centrifugation, and the cells were finally suspended in PBS (300al) containing PI (lOug/ml). The 
resultant cell suspension was subjected to FCM. and magnitude of fluorescence (FITC and PI) bonded to 
particular cell was determined. The reactivities of antibody 1-3-1 to colon cancer cell line C-1 and stomach 

40 cancer cell line MKN45 are respectively shown in Figs. 3 and 4 of the accompanying drawings. In the 
figures, the abscissa shows fluorescence intensity per cancer cell and the ordinate shows the number of the 
cancer cells. As a control, a commercially available IgM antibody (Capel) was used, and the reactivities of 
the IgM antibody to the above-identified cancer cells were determined. In the figures, the dotted line and 
solid line show the reactivities of antibody 1-3-1 and the control respectively. These figures show that 

45 antibody 1-3-1 has a strong binding ability to cancer cells. 

Experiment 5 

Reactivity of Human Monoclonal Antibody 1-3-1 to Cells Derived from Fresh Cancer Tissue and Non- 
50 Cancer Tissue 

In order to study a binding specificity of antibody 1-3-1 to cancer cells, normal cells were simulta- 
neously isolated from fresh tissue belonging to the same organ of the same patient, from which cancer cells 
were obtained, and reactivities of antibody 1-3-1 to respective cells were measured. Isolation of cells from 
55 the tissue was conducted according to Tokita's method as described in Experiment 3. 

The reactivity to the cells obtained above was determined by FCM in the same manner as previously 
described in the living cancer cells. However, the cells were washed with Culture Medium B. suspended in 
serum derived from healthy volunteers, which serum contained fluorescent labeled antibody 1-3-1 (final 
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concentration of SOng/ml) prepared in Example 5 (2). to the cell density, of about 1x10^/200m. The 
suspension was allowed to react at O'C for 60 minutes and subjected to centrifugation at 2000 rpm for 2 
minutes to remove the supernatant. The remaining, cells were suspended in PBS (iml) and washed by 
centrifugation. The cells were resuspended in PBS (300ul) containing PI (lOug/ml). and the suspension was 

5 subjected to FCM. The amount of fluorescent (FITC and PI) bonded to a particular cell was measured. 
Markers (5 species) for determining the amount of fluorescence (quantitative kit as previously prescribed) 
were subjected to FCM under the same condition. Average amount of FITC bonded to a single cell was 
calculated. Based on the average amount and F/P ratio of labeled antibody calculated in Example 5 (2), the 
average number of antibodies bonded to a living cancer cell was calculated. The results are shown in Table 

10 A. 

Table 4 ; - 



Antibody 


Colon 


Stomach 


Cancer Cells 


Non-cancer Cells 


Cancer Cells 


Non-cancer Cells 


1-3-1 
Control 


1.5 xlO* 
0.15x10* 


0.04x10* 
' 0.04x10* 


1.8x103 
0.2x103 


0.05x103 
0.3 xl03 



20 

The reactivity of the human monoclonal antibody 1-3-1 to non-cancer cells was the same level as. or 
lessMhari, that of the antibody which was derived from peripheral blood of healthy volunteers and 
fluorescent-lat>eled in the same manner as antibody 1-3-1. while the average number of antibodies bonded 
to cancer cells is remarkably higher than that in the non-cancer cells. In addition, the number of antibodies 
25 bonded to cancer cells was 10 times greater than that in the control antibody both in .stomach and colon 
cancer. These results indicate that antibody 1-3-1 recognizes an antigen dominantly expressed on the 
surface of ceil membrane of cancer cells. 

Examples 6 

30 

(1) Determination of Subclass of Light Chain of Monoclonal Antibody 1-3-1 

In order to determine the subclass of the light chain of antibody 1-3-1. the same procedure as 
described in Example 3 was repeated except that antibody 1-3-1 obtained in Example 5 (1) was used in 
35 place of antibody GAH. The light chain of antibody 1-3-1 reacted with anti-human X chain antibody, which 
was detected through the appearance of coloured band. This revealed that the light chain was X chain. 

(2) Preparation of Gene Encoding Monoclonal Antibody 1-3-1 and Determination of Base Sequence 
40 a. Preparation of cDNA encoding antibody 1-3-1 by means of PCR 

According to the method detailed below, poly (A) containing RNAs were prepared from antibody 1-3-1 
producing hybridoma obtained in Example 4 (2) using guanidine thiocyanate-ltthium chloride method (DNA 
2 329. 1983). 

45 ' In the same manner as described in Example 3 except that the number of hybridoma cells used was 
2x108, the mRNA was prepared. The resultant RNAs {about l.Bmg) was dissolved in a solution (1ml) 
comprising" lOmM Tris-HCI. pH8.0. and ImM EDTA. A 230ul aliquot of the solution provided about 20ug of 
mRNA containing poiy(A) after purification by means of mRNA Purification Kit (Pharmacia). Following the 
procedure described in Example 3. the poly(A)-containing mRNA (4.3ug) was dissolved in water (lOul), and 

50 to the solution were added oligo d(T) 12-18 primer (O.Bug). lOmM 4 dNTP (2ul). reverse transcriptase 
(40U), RNase inhibitor {30U), 5 x reverse transcriptase buffer (6ul). and additionally water to make a total 
volume of 30ul. The mixture was allowed to react at 42*C for one hour, followed by ethanol precipitation to 
obtain cDNA. 

The cDNA thus obtained was dissolved in water (20ul)' To the solution were added a 5 x terminal 
55 deoxynucleotide transferase buffer (Sul), terminal deoxy nucleotide transferase (11U). and lOmM dGTP 
(2.5U.I) to make a total volume of 25ul by adding water (6.5u.l). and the mixture was allowed to react at 
37 -C for 1 hour to add poly d(G) at 3' terminal of cDNA. After completion of the reaction, the enzymes 
were inactivated by heating at 70"C for lO minutes. 
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PGR was conducted using the cDNA thus obtained as a template. Thus, to the above reaction mixture 
{2.5ul) were added, as a primer tor amplifying cDNA encoding variable region o1 the heavy chain, poly C 
(14 nucleotides) which hybridizes dG tail added to 3* terminal o1 the cDN>^ (25pmol). a single stranded DNA 
' primer {17 nucleotides) corresponding to the base sequence of constant region of IgM shown in Sequence 
5 Listing No. 7 (25pmol) (Nucleic Acids Research 18 4278. 1990), poly C as a primer for amplifying cDNA 
encoding variable region of the light chain (25pmol). a single stranded DNA primer (19 nucleotides) 
(25pmoi) corresponding to the base sequence of constant region of X chain, shown in Sequence Listing No. 
8 (Nature 294 536. 1981). The mixture was treated in the same manner as described in Example 3. which 
provided a double-stranded cDNA having blunt ends. 

10 

b. Determination of base sequence of cDNA 

The cDNA solution obtained above was subjected to 2% agarose electrophoresis, and a band was 
observed at about SOObp. The band was cut away from the agarose gel. The cDNA was inserted into a 

75 cloning vector pUC119 at Smal site, and the base sequence was detenmined by dideoxy method, which 
revealed that among total "base sequence of the PGR fragment, the base sequence encoding variable 
regions of the heavy and light chains were respectively those shown in Sequence Listing Nos. 9 and 10. 

The' amino acid sequences of variable regions of heavy and light chains of antibody 1-3-1 produced by 
the above-mentioned hybridoma were deduced from the base sequences determiried above and are 

20 respectively shown in Sequence Listing Nos. 11 and 12. The DNA fragment, the base sequence of which 
has been determined, can be prepared by means of DNA synthesizer with good reproducibility, and 
therefore, the acquisition of the DNA fragment does not require the repetition of the above procedure. 

Example 7 

25 ~ 

Preparation of Adriamycin-Containing Liposome Bonded to Antibody GAH 

a. Preparation of Thiolated Antibody 

30 Anti-cancer antibody GAH (IgG) was dissolved in 0.1 M - acetate buffer (pH4.0). and pepsin (1M0 mol) 
(Cooper Biomedical) was added thereto. The mixture was allowed to react overnight to prepare F(ab')2, 
Chromatography over cation-exchange resin (mono S) (Pharmacia) isolated F(ab')2. The solvent used was a 
linear gradient of 0.1 M - acetate buffer (pH4.0) containing 0-0.5M NaGI. To the isolated F(ab')2 in O.IM - 
acetate buffer (pH4.5) containing G.ISM NaCl was added DTT at a ratio of 12ul of 10% DTT/lmg antibody. 

05 The mixture was left to stand at room temperature for 80 minutes. After completion of reaction, the mixture 
was passed through a gel filtration column (PD-IO) equilibrated with PBS for desalification to obtain 
thiolated Fab'. 

b. Thiolation of polyethytene/glycol 

40 

L-cysteine (48mg) was dissolved in 0.4M borate buffer (10ml), and 2,4-bis (polyethylene glycol)-6- 
chloro-s-triazine (200mg) (activated PEG 2) (Seikagaku Kogyo) was added thereto. The mixture was allowed 
to react at room temperature overnight. To the resultant PEG bonded with cysteine was added DTT.(62mg), 
and the mixture was allowed to react at 37" C for 6 hours to obtain a solution containing PEG bonded with 
45 cysteine. The solution was gel filtrated (GH-25, Seikagaku Kogyo) for desalting, and the solvent was 
substituted by lOmM phosphate buffer (pH7.4) and 0.15M-NaCI (PBS). The solution was added to 
thiopropyl Sepharose 68 (Pharmacia) equilibrated with PBS. and non-bonded substances were washed 
away by PBS, Cysteine-binding PEG adsorbed to the gel was eluted out by PBS containing 50mM-DTT, 
which was then subjected to gel filtration to remove excessive DTT. This gave thiolated PEG. 

50 

c. Maleimidation of dipalmitoylphosphatidylethanolamtne 

Dipalmitoylphosphatidylethanolamine (127mg), N-(*-mateimidecaproyloxy)succinimide (EMCS) (80mg), 
and triethytamine were added to a chloroform/methanol (5:1) solution (44ul). and the mixture was allowed to 
55 react for 3 hours under nitrogen gas. Additional EMCS (20mg) was added and the mixture was allowed to 
react at room temperature for further 3 hours. After confirmation of negative ninhydrin reaction of the 
reaction mixture, the mixture was evaporated to dryness under reduced pressure and the residue was 
dissolved in a trace amount of chloroform. The maleimidated dipalmitoylphosphatidylethanolamine thus 
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obtained was purified by chromatography over UNISIL (Gasukuro Kogyo) equilibrated with chloroforrn. using 
a chloroform/methano! (10:1) solution as an eluent. 

d. Preparation of liposome containing adriamycin bearing maletmide group 

5 ' ' 

Solid lipid mixture (lOOmg) (Nippon Seika), which consists of dipalmitoylphosphatidylchoiine (DPPC). 
cholesterol (Choi), and maleimidaled dipaimitoylphosphatidylethanolamine at a ratio of 18:10:0.5 (mol) was 
- added to 0.3M citrate buffer (pH4) (1ml) and admixed. Freezing and thawing of the mixture was repeated 5 
times 'to achieve hydration. This gave multimera liposome. The liposome was charged in an extruder (Lipe 
70 X Biomembranes)^equipped with a polycarbonate membrane (Nucleopore; Microscience) having a pore size 
of 200nm and kept at 60 ' C. Repeated pressure-filtration (10 times) gave a dressed liposome. The liposome 
solution was neutralized with addition of 1 M NaOH solution, and to the neutral solution was added one tenth 
(by weight) of adriamycin (Kyowa Hakko) with respect to the lipid components while being kept at 60'C. 
' More than 97% of adriamycin was positively enclosed into the liposome according to the pH slope between 
IS the inside and outside of the liposome to give a liposome into which adriamycin bearing maleimide group 
had been encapsulated. 

e. Binding of maleimide group-bearing adriamycin-encapsulated liposome to thiolated antibody and PEG 
modification _ 

20 ■ 

To the adriamycin-encapsulated liposome obtained above (lipid components: lOOmg) was added 
thiolated Fab' antibody (5mg), and the mixture was allowed, to react at 37 ' C for 8 hours. To the reaction 
mixture was added thiolated PEG (Sumol). and the mixture was allowed to react in PBS at room 
temperature for 6 hours to obtain adriamycin-encapsulated liposome bonded to antibody and modified with 

25 PEG. The latter was further subjected to gel filtration using Sepharose C16B (Pharmacia) to remove non- 
reacted cysteine-binding PEG. 

Experiment 6 

30 Confirmation of Pharmaceutical Effectiveness of Adriamycin-Encapsulated Liposome Bonded to Antibody 
GAH and Modified with PEG 

Study on anti-cancer effect of antibody GAH was conducted in the manner as described below using 
human stomach cancer cell line MKN45 which had shown reactivity to antibody GAH and accumulative 

35 behavior in transplantation to nude mouse. 

Cultured MKN45 cells (1x10^) were subcutaneous-transplanted to nude mouse. Experiment started 
when the cancer weight became about lOOug after ten days from the transplantation (Rg. 5). Adriamycin- 
encapsulated liposome bonded to antibody GAH and modified with PEG was administered to mouse via 
caudal vein at a dose corresponding to 5mg/kg or adriamycin day 0. 3. 7 (shown by mark 0 in Fig. 5). As a 

40 control, ptiosphate buffered physiological saline (shown by mark ♦). adriamycin (shown by mark o). and 
adriamycin-encapsulated liposome modified with PEG (shown by mark x) were administered to mice (each 
6-7 animals). Time-course measurement of growth of cancer was conducted by means of Battle-Columbus 
. method wherein presumptive cancer weight was determined according to the formulation : (short diameter) 
X (short diameter) x (long diameter)/2. and compared with that determined at the beginning of the 

45 experiment. 

In Fig. 5, the abscissa shows time-lapse (days) after beginning of the experiment, and the mark (I) 
indicates the administration of the pharmaceutical formulation of the invention. Fig. 5 clearly shows that the 
formulation of the invention, adriamycin-encapsulated liposome bonded to antibody . GAH, possesses potent 
anti-cancer effect. It is apparent, therefore, that human monoclonal antibodies of the invention allow 
50 continuous and long term "targeting therapy" of cancer tissue or organ with the help of anti-cancer agents 
or toxins. 



55 
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5EQ ID N0:1 

SEQUENCE LENGTH: 37 base pairs 
5 SEQUENCE TYPE: nucleic acid 

TOPOLOGY: linear 

MOLECULE TYPE: cDNA 

ORIGINAL SOURCE 
^° human IgG antibody 

G GCC CTT GGT GGA GGC TGA AGA GAC GGT GAC CAT TCT 

75 

SEQ ID NO: 2 

SEQUENCE LENGTH:. 21 base pairs 
SEQUENCE TYPE: nucleic acid 
20 TOPOLOGY: linear 

MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

human IgG antibody 

25 ^ 

TGG TGC AGC CAC AGT TCG TTT 21 

^ SEQ ID NO: 3 

SEQUENCE LENGTH: 357 base pairs 

SEQUENCE TYPE: nucleic acid 

TOPOLOGY: linear 
35 MOLECULE TYPE: cDNA 

ORIGINAL SOURCE - 

CELL TYPE: Hybridoma producing human antibody GAH 



45 



CAG 


GTG 


•CAG 


CTG 


CAG 


GAG 


TCG 


GGC 


CCA 


GGA 


CTG 


GTG 


AAG 


CCT 


TCA- 


45 


CAG 


ACC 


CTG 


TCC 


CTC 


ACC 


TGC 


ACT 


GTC 


TCT 


GGT 


GGC 


TCC 


ATC 


AGC 


90 


AGT 


TGT 


GGT 


TTC 


TAC 


TGG 


AAC 


TGG 


ATC 


CGC 


CAG 


CAC 


CCA 


GGG 


AAG 


135 


GGC 


CTG 


GAG 


TGG 


ATT 


GGG 


TAC 


ATC 


TAT 


TAC 


AGT 


GGG 


AGC 


ACC 


TAC 


180 


TAC 


AAC 


CCG 


TCC 


CTC 


AAG 


AGT 


CGA 


GTT 


ACC 


ATA 


TCG 


CTA 


GAC 


ACG 


225 



55 
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10 



20 



30 



35 



TCT KkG AGC CAG TTC TCC CTG AAG CTG AGC TCT CTG ACT GCC GCG 270 
GAC ACG GCC GTG TAT TAC TGT GCG AGG TCT ACC CGA CTA CGG GGG 315 
GCT GAC TAC TGG GGC CAG GGA ACA ATG GTC ACC GTC TCT TCA 357 

SEQ ID NO: 4 

SEQUENCE LENGTH: 34 2 base pairs 
SEQUENCE TTPE: nucleic acid 
TOPOItOGY : linear 
KOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody GAE 



SEQ ID NO: 5 

SEQUENCE LENGTH: 119 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE:- protein 
ORIGINAL SOURCE 
CELL TYPE: Hybridoma producing human antibody GAH 

Gin val Gin Leu Gin Glu Ser Gly Pro Gly Leu Val Lys Pro Ser 
r 5 10 X5 

Gin Thr Leu Ser Leu Thr Cys Thx Val Ser Gly Gly Ser He Ser 
20 25 30 

45 



45 
90 



GAC ATC GTG ATG ACC CAG TCT CCA GAC TCC CTG GCT GTG TCT CTG 
GGC GAG AGG . GCC ACC ATC AAC TGC AAG TCC AGC CAG AGT GTT ITA 
. TAC AAC TCC AAC AAT AAG AAA TAC TTA GCT TGG TAC CAG CAG AAA 135 
CCA GGA CAG CCT CCT AAG CTG CTC ATT TAC TGG GCA TCT ACC CGG 180 
GAA TCC GGG GTC CCT "GAC CGA , TTC AGT GGC AGC GGG TCT GGG ACA 225 
GAT TTC ACT CTC ACC ATC AGC AGC CTG CAG GCT GAA GAT. GTG GCA 270 
2= - GTT TAT TAC TGT CAG - CAG TAT TAT AGT ACT CCG TGG ACG TTC GGC 315 

CAA GGG ACC AAG GTG GAA ATC AAA CGA 



342 



SO 



55 
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Ser Cys Gly Phe Tyr Trp Asn Trp lie Arg Gin His . Pro Gly Lys 

35 40 45 

Gly Leu Glu Trp lie Gly Tyr lie Tyr Tyr Ser Gly Ser Thr Tyr 

50 55 60 

Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr lie Ser Leu Asp Thr 

65 70 75 

Ser Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Leu Thr Ala Ala 
• 80 85 90 

Asp Thr Ala Val Tyr Tyr Cys Ala Arg Ser Thr Arg Leu Arg Gly 

95 100 105 

Ala Asp Tyr Trp Gly Gin Gly Thr Met Val Thr Val Ser Ser - 
110 115 119 

SEO ID NO: 6 

SEQUENCE LENGTH: 114 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLCKJY: linear 
MOLECULE . TYPE : protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody GAH 

Asp lie Val Met Thr Gin Ser Pro Asp Ser Leu Ala Val Ser Leu 
1 5 10 15 

Gly Glu Arg Ala Thr lie Asn Cys Lys Ser Ser Gin Ser Val Leu 

20 25 30 

Tyr Asn Ser Asn Asn Lys Lys Tyr Leu Ala Trp Tyr Gin Gin Lys 

35 ' 40 . 45 

Pro Gly Gin Pro Pro Lys Leu Leu lie Tyr Trp Ala Ser Thr Arg 

50 55 60 

Glu Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr 

65 70 75 

Asp Phe Thr Leu Thr lie Ser Ser Leu Gin Ala Glu Asp Val Ala 

80 85 90 
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Val Tyr Tyr Cys Gin Gin Tyr Tyr Ser Thr Pro Trp Thr Phe Gly 
95 100 . ^ - lOS 

Gin Gly Thr Lys Val Glu He Lys Arg 
110 114 

SEQ ID NO: 7 . ' ; 

SEQUENCE LENGTH: 17 base pairs 

SEQUENCE TYPE: nucleic acid 

TOPOLOGY: linear - . 

MOLECULE TYPE: cDNA 

ORIGINAL SOURCE 

hxaman IgM antibody 

C GAG GGG GAA AAG GGT T - 17 , . 

SEQ ID NO: 8 

SEQUENCE LENGTH: 19 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 
. human IgM antibody 

G AAG CTC CTC AGA GGA GGG 19 
SEQ ID NO: 9 

SEQUENCE LENGTH: 366 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3-1 



17 



EP 0 520 499 A1 



5 



10 , 



CAG 


CTG 


CAG 


CTG 


CAG 


GAG 


TCG 


GGC 


CCA 


^GGA 


CTG 


GTG 


AAG 


CCT 


TCG 


45 


GAG 


ACC 


CTG 


TCC 


CTC 


ACC 


TGC 


ACT 


GTC 


TCT 


GGT 


GGC 


TCC 


ATC 


AGC 


90 


AGT 


AGT 


AGT 


TAC 


TAC 


TGG 


GGC 


TGG 


ATC 


CGC 


CAG 


CCC 


CCA 


GGG 


AAG 


135 


GGG 


CTG 


GAG 


TGG 


ATT 


GGG 


AGT 


ATC 


TAT 


TAT 


AGT 


GGG 


AGC 


ACC 


TAC 


IBO 


TAC 


AAC 


CCG 


TCC 


CTC 


AAG 


AGT 


CGA 


GTC 


ACC 


ATA 


TCC 


GTA 


GAC 


ACG 


225 


TCC 


AAG 


AAC 


CAG 


TTC 


TCC 


CTG 


AAG 


CTG 


AGC 


TCT 


GTG 


ACC GCC GCA 


270 


GAC 


ACG 


GCT 


GTG 


TAT 


TAC 


TGT 


GCG 


AGG 


GGG 


AGC 


TAC ,GGG 


GGC 


TAC 


315 


TAC 


TAC 


GGT 


ATG 


GAC 


GTC 


TGG 


GGC 


CAA 


GGG 


ACC 


ACG 


GTC 


ACC 


GTC 


360 


TCC 


TCA 




























366 



J5 SEQ ID NO: 10 

SEQUENCE LENGTH: 324 base pairs 

SEQUENCE TYPE: nucleic acid 

TOPOLOGY: linear 
20 MOLECULE TYPE: cDNA 

ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 



25 



TAT 


GAG 


CTG 


ACA 


CAG 


CCA 


CCC 


TCG 


GTG 


TCA 


GTG 


TCC 


CCA 


GGA 


CAG 


45 


ACG 


GCC 


AGG 


ATC 


ACC 


TGC 


TCT 


GGA 


GAT 


•GCA 


TTG 


CCA 


AAG 


CAA 


TAT 


90 


GCT 


TAT 


TGG 


TAC 


CAG 


CAG 


AAG 


CCA 


GGC 


CAG 


GCC 


CCT 


GTG 


CTG 


GTG 


135 


ATA 


TAT 


AAA 


GAC 


AGT 


GAG 


AGG 


CCC 


TCA 


GGG 


ATC 


CCT 


GAG 


CGA 


TTC 


180 


TCT 


GGC 


TCC 


AGC 


TCA 


GGG 


ACA 


ACA ^GTC 


ACG 


TTG 


ACC 


ATC 


AGT 


GGA 


225 


GTC 


CAG 


GCA 


GAA 


GAC 


GAG 


GCT 


GAC 


TAT 


TAC 


TGT 


CAA 


TCA 


GCA 


GAC 


270 


AGC 


AGT 


GGT 


ACT 


TAT 


GAG 


GTA 


TTC 


GGC 


GGA 


GGG 


ACC 


AAG 


CTG 


ACC 


315 


GTC 


CTA 


GGT 


























324 



35 

SEQ ID NO: 11 

SEQUENCE LENGTH: 122 amino acids 
SEQUENCE TYPE: amino acid 

40 

TOPOLOGY : linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 



50 



55 
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CELL TYPE: Hybridoma producing, human ant.ibody 1-3-1 

. Gin Leu Gin Leu Gin Glu Ser Gly Pro Gly Leu Val Lys Pro Ser 
^1 5 10 15 

Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Gly Ser lie Ser 
20 25 30 

Ser Ser Ser Tyr Tyr Trp Gly Trp lie Arg Gin Pro Pro Gly Lys 
35 40 45 

Gly Leu Glu Trp He Gly Ser He Tyr Tyr Ser Gly Ser Thr Tyr 
50 _ 55 60 

,5 Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr 

65 70 75 

Ser Lys Asn Gin Phe- Sex Leu Lys Leu Ser Ser Val Thr Ala Ala 
80 85 ; 90 

20 Asp Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ser Tyr Gly Gly Tyr 

95 100 , 105 

Tyr Tyr Gly Met Asp Val Trp Gly Gin Gly Thr Thr Val Thr Val 
110 115 120 

25 Ser Ser ' 

122 

SEQ ID NO: 12 

SEQUENCE LENGTH: 108 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3-1 

Tyr Glu Leu Thr Gin Pro Pro Ser Val Ser Val Ser Pro Gly Gin 
'° .1 5 10 15 

Thr Ala Arg He Thr Cys Ser Gly Asp Ala Leu Pro Lys Gin Tyr 
20 25 . 30 



50 



55 
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Ala Tyx Trp Tyr Gin Gin Lys Pro Gly Gin Ala Pro Val Leu Val 

35 40 45 

g He Tyr Lys Asp* Ser Glu Arg Pro Ser Gly He Pro Glu Arg Phe 

50 55 . 60 

Ser Gly Ser Ser Ser Gly Thr Thr Val Thr Leu Thr lie Ser Gly 

65- '70 ^75 

,0 Val Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Gin Ser Ala Asp 

80 85 90 

Ser Ser Gly Thr Tyr Glu Val Phe Gly Gly Gly Thr Lys Leu Thr 

95 100 . 105 

75 Val Leu Gly 

108 

SEQ ID N0;13 . 
20 SEQUENCE LENGTH: 8 amino acids - 

SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 

ORIGINAL SOURCE j 
CELL TYPE: hybridoraa producing human monoclonal antibody, an 
antigen to which exists on the surface of cancer cell membrane 

^° He Ser Ser Xaa Xab Xac Tyr Trp 

15 

Xaa : Cys or Ser, Xab : Gly or Ser, Xac : Phe or Tyr 



35 



40 



SEQ ID NO: 14 

SEQUENCE LENGTH: 12 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 



55 
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CEhL TYPE: hybridoma producing human monoclonal antibody, an 
antigen to which exists on the surface of cancer cell membrane 

lie Gly Xaa lie Tyr Tyr Ser Gly Ser Thr Tyr Tyr • 
15 10 
Xaa : Tyr or Ser, 

SEQ ID NO: 15 

SEQUENCE LENGTH: 4 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 

CELL TYPE: hybridoma producing human monoclonal antibody, an 
antigen to which exists on the surface of cancer cell membrane. 

Gly Xaa Asp Xab 
1 

Xaa : Ala or Met, Xab : Tyr or Val 
SEQ ID NO: 16 

SEQUENCE LENGTH: 9 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody GAH 

lie Ser Ser Cys Gly Phe Tyr Trp Asn 
1 5 

SEQ ID NO: 17 

SEQUENCE LENGTH: 12 amino acids 
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SEQUENCE TYPE: amino acid 
T0P0LCX;Y: linear 
^ MOLECULE TTPE: protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody GAH 

jQ lie Gly Tyr lie Tyr Tyr Ser Gly Ser Thr Tyr Tyr 

1 5 ^- 10 . _ 

SEQ ID NO: 18 

75 SEQUENCE LENGTH: 9 amino acids ' ^ 

SEQUENCE TYPE: amino acid 

TOPOLOGY: linear 

MOLECULE' TYPE:' .-protein * 
20 . ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody GAH 

Ser Thr Arg Leu Arg Gly Ala Asp Tyr 

25 1 5,- 

SEQ ID N0:19 

SEQUENCE LENGTH: 17 amino acids 
^ SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody GAH 

Lys Ser Ser Gin Ser Val Leu Tyr Asn Ser Asn Asn Lys Lys Tyr Leu Ala 

1 5 ' 10 • 15 ' 

SEQ ID NO: 20 ■ 

/ ' 

45 



50 



55 
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SEQUENCE LENGTH: 7 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody GAH 

Trp Ala Ser Thr Arg Glu Ser 
1 5 

SEQ ID NO: 21 

SEQUENCE LENGTH: 9 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing hiiman antibody GAH 

Gin Gin Tyr Tyr Ser Thr Pro Trp Thr 
1 5 

SEQ XD N0:22 

SEQUENCE LENGTH: 10 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3- 

He Ser Ser Ser Ser Tyr Tyr Trp Gly Trp 

1 5 ' 10 ' 

SEQ ID NO: 23 
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SEQUENCE LENGTH: 14 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3-1 

lie Gly Ser lie Tyr Tyr Ser Gly Ser Thr Tyr Tyr Asn 

1 ■ 5 .10 

SEQ ID NO: 24 

SEQUENCE LENGTH: 12 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE:- protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3-1 

Gly Ser Tyr Gly Gly Tyr Tyr Tyr Gly Met Asp Val 
1 5 . 10 

SEQ ID NO: 25 

SEQUENCE LENGTH: 9 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3-1 

Asp Ala Leu Pro Lys Gin Tyr Ala Tyr 

1 ' 5 

SEQ ID NO:26 
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SEQUENCE LEKGTH: 4 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3-1 

Lys Asp Ser Glu 
1 

SEQ ID NO: 27 

SEQUENCE LENGTH: 11 amino acids 
SEQUENCE TYPE: amino acid 
TOPOLOGY: linear 
MOLECULE TYPE: protein 
ORIGINAL SOURCE • 

CELL TYPE: Hybridoma producing hiiman antibody 1-3-1 

Gin Ser Ala Asp Ser Ser Gly Thr Tyr Glu Val 
1 5 10 

SEQ ID NO: 28 - 

SEQUENCE LENGTH: 24 base pairs 

SEQUENCE TYPE: nucleic acid 

TOPOLOGY: linear 

MOLECULE TYPE: cDNA 

ORIGINAL SOURCE 

CELL TYPE: hybridoma producing human monoclonal antibody, an 
antigen to which exists on the surface of cancer cell membrane 

ATC AGC AGT WGT RGT TWC TAC TGG 28 
W : T or A, R : G or A 



25 



EP 0 520 499 A1 



SEQ ID NO: 29 

SEQUENCE LENGTH: 36 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

CEIiL TYPE: hybridoma producing human monoclonal antibody, an 
antigen to which exists on the surface of cancer cell membrane 

ATT GGG WRY ATC TAT TAY AGT GGG AGC ACC TAC TAC 36 

W : T or A, R : A or G, Y : C or T 

SEQ ID NO: 30 ' • 

SEQUENCE LENGTH: 12. base pairs . 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY : linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

CELL TYPE: hybridoma producing human monoclonal antibody, an 
antigen to which exists on the surface of cancer cell membrane 

GGK RYK GAC KWC 12 

K : G or T, R : G or A, , Y : C or T 
W : A or T 

SEQ ID NO: 31 

SEQUENCE LENGTH: 27 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE - - ^ 

CELL TYPE: Hybridoma producing human antibody GAH 
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ATC AGC AGT TGT GGT TTC TAC TGG 27 
SEQ ID NO:32 

SEQUENCE LENGTH: 36 base pairs 
SEODENCE TYPE: nucleic acid 
TOPOLOGY : linear 
HOLECULE TYPE: cDNA 

ORIGINAL SOURCE ^ 
CELL TYPE: Hybridoma producing human antibody GAH 

ATT GGG TAC ATC TAT TAC AGT GGG AGC ACC TAC TAC 36 

.SEQ ID NO: 33 ^ 

SEQUENCE LENGTH: 27 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY:' linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody GAH 
TCT ACC CGA CTA CGG GGG GCT GAC TAC 27 
SEQ ID NO: 34 

SEQUENCE LENGTH: 51 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 

MOLECULE TYPE: cDNA ^ 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody GAH 

AAG TCC AGC CAG AGT GTT TTA TAC AAC TCC AAC AAT AAG AAA TAC TTA GCT 

51 
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SEQ ID NO: 35 

SEQUENCE LENGTH: 21 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

CELL TYPE: Hybridoina producing human antibody GAH 
TGG GCA TCT ACC, CGG GAA TCC 21 
SEQ ID NO: 36 

SEQUENCE LENGTH: 27 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody GAH 
CAG CAG TAT TAT AGT ACT CCG TGG ACG 27 
SEQ ID NO: 37 

SEQUENCE LENGTH: 30 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3 

ATC AGC AGT AGT AGT TAC TAC TGG GGC TGG 30 

SEQ ID NO: 38 ^ ' 

SEQUENCE LENGTH: 42 base pairs 
SEQUENCE TYPE: nucleic acid 
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TOPOLOGY: linear 
MOLECULE TYPE: CDNA 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3-1 

ATT GGG AGT ATC TAT TAT AGT GGG AGC ACC TAC TAC AAC CCG 
SEQ ID NO: 39 

SEQUENCE LENGTH: 36 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 

MOLECULE TYPE: cDNA - 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3-1 
GGG AGC TAC GGG GGC. TAC .TAC TAC GGT ATG GAC GTC 36 
SEQ ID NO: 40 

SEQUENCE LENGTH: 27 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3-1 
GAT GCA TTG CCA AAG CAA TAT GCT TAT 27 
SEQ ID N0:41 

SEQUENCE LENGTH: 12 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY : linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 
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70 



20 



CELL TYPE: Hybridoma producing human antibody 1-3-1 
AAA GAC AGT GAG 12 
SEQ ID NO: 42 

SEQUENCE LENGTH: 33 base pairs 
SEQUENCE TYPE: nucleic acid 
TOPOLOGY: linear 
MOLECULE TYPE: cDNA 
ORIGINAL SOURCE 

CELL TYPE: Hybridoma producing human antibody 1-3-1 
CAA -TCA GCA GAC AGC AGT GGT ACT TAT GAG GTA 33 



Claims 

1.. A human monoclonal antibody specifically binding to a surface antigen of cancer cell membrane, said 
antibody being produced by a hybridoma obtained by cell fusion between human lymphocytes derived 
25 from cancer patient and mouse myeloma cells. 

2. The human monoclonal antibody of Claim 1 wherein the variable region of the heavy chain of the 
antibody contains the amino acid sequences in Sequence Listing Nos. 13. 14. and 15. 

30 3. The human monoclonal antibody of Claim 1 wherein the variable regions of the heavy and light chains 
of the antibody contain the amino acid sequences in Sequence Listing Nos. 16, 17, and 18, and 19, 20. 
and 21 , respectively. 

4. The human monoclonal antibody of Claim 1 wherein the variable regions of the heavy and light chains 
35 of the antibody are represented by the amino acid sequences in Sequence Listing Nos. 5 and 6 

respectively. 

5. The human monoclonal antibody of Claim 1 wherein the variable regions of the heavy and light chains 
of the antibody contain the amino acid sequences in Sequence Listing Nos. 22, 23, and 24, and 25. 26. 

40 and 27, respectively. 

6. The human monoclonal antibody of Claim 1 wherein the variable regions of the heavy and light chains 
of the antibody are represented by the amino acid sequences in Sequence Listing Nos. 11 and 12 
respectively. 

45 

7. An isolated DNA encoding the monoclonal antibody of Claim 1 . 

a. An isolated DNA encoding the monoclonal antibody of Claim 2. 

50 9. The isolated DNA of Claim 8 wherein partial DNAs encoding the variable region of the heavy chain 
contains the base sequences in Sequence Listing Nos. 28. 29, and 30. 

10. An isolated DNA encoding the monoclonal antibody of Claim 3. 

55 11. The isolated DNA'of Claim 10 wherein partial DNAs encoding the variable regions of the heavy and 
light chains of the antibody contain the base sequences in Sequence Listing Nos. 3'1, 32. and 33, and 
34. 35, and 35. respectively. 
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12. An isolated DNA encoding the monoclonal antibody oi Clainr> 4. 

13. The isolated DNA of Claim 12 wherein partial DNAs encoding the variable regions of the heavy and 
light chains of the antibody are represented by the base sequences in Sequence Listing Nos. 3 and 4 

5 respectively. 

14. An isolated DNA encoding the monoclonal antibody ot Claim 5. 

15. The isolated DNA of Claim 14 wherein partial DNAs encoding the, variable regions of the heavy and 
10 light chains of the antibody contain the base sequences in Sequence Listing Nos. 37. 38. and 39, and 

40, 41, and 42, respectively. 

16. An isolated DNA encoding the monoclonal antibody of Claim 6. 

75 17. The isolated DNA of Claim 16 wherein partial DNAs encoding the variable regions of the heavy and 
light chains of the antibody are represented by the base sequences in Sequence Listing Nos. 9 and 10 
respectively. 

18. A hybridoma producing the monoclonal antibody of any of the Claims 1 to 6. 

20 

19. An anti-cancer formulation comprising the monocloncal antibody of one or more of the Claims 1 to 6, 
said antibody being bonded to the surface of a liposome enclosing an anti-cancer agent or toxin to 
cancer cells. 

25 20. Use of a monoclonal antibody of one or more of the Claims 1 to 6 for the preparation of a 
pharmaceutical composition for the treatment of cancer. 

21. Process of preparing a monoclonal antibody of one or more of the claims 1 to 6 by inserting genes 
containing the base sequences in Sequence Listing Nos. 3. 4, 9 and 10 into an expression vector, 
30 transforming an appropriate host cell with the expression vector, and culturing the resultant transfor- 
mant. 
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Fig . 1 
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Fig. 2 
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Fig . 3 
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Fig. 5 
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